Introduction {#s1}
============

In everyday life, new memories of events and episodes are constantly formed, sometimes incidentally. For instance, even when we do not explicitly try to memorize a scene, we are often able to vividly recall it later. The mechanisms underlying memory encoding have extensively been investigated in cognitive psychology and neuroscience. Evidence from neuroimaging studies has shown that activation/deactivation of specific sets of brain regions is predictive of successful memory encoding ([@bib14]; [@bib30]; [@bib53]; [@bib74]; [@bib42]; [@bib78]; [@bib88]). Studies using functional magnetic resonance imaging (fMRI) have demonstrated that regions such as the medial temporal lobes (MTL) and the prefrontal cortex show greater activation in response to stimuli successfully recalled later (vs. forgotten), a phenomenon referred to as the subsequent memory effect (SME) ([@bib92]; [@bib12]; [@bib57]; [@bib64]; [@bib87]; [@bib44]). On the other hand, brain regions such as the posterior cingulate cortex and temporoparietal junction tend to show stronger activation (or weaker deactivation) in response to stimuli that are later forgotten (vs. remembered), referred to as the subsequent forgetting effect (SFE) ([@bib93]; [@bib55]; [@bib26]; [@bib44]). In addition, several studies have shown that successful memory encoding is related to enhanced functional connectivity (FC) between memory-related regions ([@bib63]; [@bib83]; [@bib71]; [@bib48]), such as between the hippocampus and other areas. However, memory encoding is thought to require orchestration among many brain systems beyond the so-called memory system, because encoding success depends on a range of factors (e.g., attention, arousal, and motivation) processed in distributed brain networks ([@bib19]; [@bib38]; [@bib84]). Most previous studies have examined FC from a few selected 'seed' regions, providing little evidence about how the entire brain functions as a network to support memory encoding. Therefore, the role of large-scale brain networks in memory encoding processes remains to be elucidated.

Research on large-scale functional organization in the brain has advanced substantially in the past decade ([@bib76]; [@bib15]; [@bib59]; [@bib25]; [@bib81]; [@bib6]). This line of research emphasizes a network view of the brain rather than local activation/deactivation, showing that patterns of FC across the brain are organized in specific ways and are relevant to behavior and cognition ([@bib21]; [@bib25]; [@bib73]). Notably, recent studies have revealed that large-scale brain networks dynamically fluctuate, typically within a timescale of 30--40 s ([@bib52]; [@bib94]; [@bib11]). Furthermore, these studies have shown that dynamic fluctuations of large-scale FC patterns are associated with a variety of cognitive processes ([@bib3]; [@bib25]; [@bib5]; [@bib69]; [@bib94]; [@bib52]; [@bib23]; [@bib46]), and even exist during the resting state ([@bib102]; [@bib16]; [@bib1]; [@bib9]; [@bib72]). These findings have spurred emerging perspectives of dynamic brain networks, leading researchers to focus more on time-varying FC patterns, instead of traditional 'static' FC computed in periods of 6--10 min.

Integration and segregation are key concepts in characterizing dynamic brain networks ([@bib32]; [@bib80]; [@bib73]). Theoretically, integration of large-scale networks is important for efficient communication across entire systems, whereas segregation is critical for specialized functioning of particular modules without interference from the rest of the network ([@bib4]; [@bib5]; [@bib69]). Accumulating evidence suggests that the degrees of integration and segregation in the brain dynamically change over time ([@bib27]; [@bib24]; [@bib72]; [@bib49]). For example, when the brain processes a cognitively demanding task (e.g., the N-back working memory task), the degree of integration tends to increase, which is suitable for efficient communication among the sensory, motor and cognitive control systems. On the other hand, the degree of segregation tends to increase over time as the brain learns specialized skills, which allows automatic processing of a habitual task without effortful cognitive control ([@bib5]; [@bib52]). Together, it is likely that the brain changes its large-scale network configurations (i.e., integration and segregation) in highly adaptive ways. However, research on dynamic reconfigurations of large-scale brain networks is still nascent, and the findings so far suggest that the relative importance between integration and segregation is strongly dependent on tasks and situations ([@bib24]; [@bib35]), making it difficult to draw comprehensive conclusions at this stage. Thus, it remains an open question whether integration or segregation is important for memory encoding processes.

In the present study, we examined whether and how dynamic FC patterns in the brain are related to memory encoding with distinct but complementary aims. The first aim was to clarify dynamic functional connectivity patterns in well-established memory-related regions. For this, we constructed a network consisting of the brain regions associated with the SME and those associated with the SFE (hereafter referred to as the SME/SFE regions, for simplicity). Capitalizing on previous research suggesting functional interactions among SME regions for successful memory encoding ([@bib44]), we predicted that the SME regions would show greater FC during time periods of higher (vs. lower) memory encoding performance. The second aim was to explore whether and how dynamic fluctuations in large-scale networks across the brain are related to memory encoding performance. For this analysis, we used a functional atlas consisting of 224 nodes that cover the entire brain ([@bib59]). Using graph theory analysis ([@bib67]), we quantified the degrees of integration and segregation in the large-scale network, and tested whether these graph metrics differed between the time periods of high encoding performance and those of low encoding performance.

Results {#s2}
=======

We used an incidental memory task ([@bib92]; [@bib56]), in which participants (n = 25) in a MRI scanner were presented with pictorial stimuli and instructed to make a semantic judgment about the content of each image (man-made or natural), without knowing about a subsequent surprise memory test ([Figure 1A](#fig1){ref-type="fig"}). To investigate dynamic fluctuations in FC patterns associated with memory encoding performance, we examined time-varying FC within a period of 36 s (consisting of 50 time points, given our sampling rate of 0.72 s; [Figure 1B,C](#fig1){ref-type="fig"}).

![Experimental design and analysis overview.\
(**A**) Participants performed an incidental memory encoding task inside the scanner (360 picture trials). They judged whether each picture contained a man-made or natural object. Twenty minutes later, participants performed a surprise memory test outside the scanner (360 studied and 360 unstudied pictures). They were asked to answer if they recognized each picture as (1) studied with high confidence, (2) studied with low confidence, or (3) unstudied. (**B**) Regions of interest (ROIs) used in connectivity analysis. We used two sets of ROIs: One consisting of 21 well-established memory-related brain regions derived from a recent meta-analysis ([@bib44]) and the other consisting of 224 ROIs across the whole brain derived from a functional atlas ([@bib59]). (**C**) fMRI signal time series was extracted from each ROI and divided into 36 s time windows. Each window was classified as high or low encoding state based on window-wise encoding performance, that is, the proportion of high-confidence hit (HH) trials during that time window. Functional connectivity patterns and graph metrics were estimated within each window, then averaged within each state. SME, subsequent memory effect; SFE, subsequent forgotten effect; SMN, sensorimotor networks; CON, cingulo-opercular network; AUD, auditory network; DMN, default mode network; VIN, visual network; FPN, fronto-parietal network; SAN, salience network; SUB, subcortical network; VAN, ventral attention network; DAN, dorsal attention network.](elife-32696-fig1){#fig1}

Behavioral results {#s2-1}
------------------

Although participants were not informed about the surprise memory test after the fMRI scan, they were able to correctly distinguish between studied and unstudied pictures with accuracy of 74.2 ± 6.3% (mean ± SD across participants). 67.7 ± 15.9% of the studied pictures were judged as studied (i.e., hit), whereas 80.8 ± 14.6% of the unstudied pictures were judged as unstudied (i.e., correct rejection). Based on the individual participants' responses in the surprise memory test, the picture trials of the incidental encoding task were categorized into high-confidence hit (HH, the pictures later remembered with high confidence; 48.9 ± 15.4%), low-confidence hit (LH, the pictures later remembered with low confidence; 18.8 ± 8.9%), or Miss (the picture later forgotten; 32.3 ± 15.9%) trials.

Classification of time windows based on encoding performance {#s2-2}
------------------------------------------------------------

To relate dynamic FC patterns to incidental memory encoding performance, we divided the fMRI time series into non-overlapping small time windows (each consisting of 50 repetition time (TR) or 36 s; 45 windows per participant), and classified them into two groups based on encoding performance defined for each window. Specifically, we first defined window-wise encoding performance by computing the proportion of HH trials (the number of HH trials divided by the number of picture trials) for each time window. We then classified the time windows into either high or low encoding states on the basis of the window-wise encoding performance, with median split at participant-specific cutoff points (see Materials and methods for details). [Figure 2](#fig2){ref-type="fig"} shows the distributions of the windows as a function of the window-wise encoding performance, pooled across all participants. We confirmed that the number of windows classified as the high encoding state (22.7 ± 1.9, mean ±SD across participants) and the low encoding state (22.3 ± 1.9) were closely matched (Wilcoxon signed-rank test, *z*~24)~=1.0968, p=0.2727). The proportion of HH trials was 64.6 ± 15.4% (5.18 ± 1.25 trials per window) for the high encoding state and 32.6 ± 15.0% (2.59 ± 1.17 trials per window) for the low encoding state, confirming a difference in encoding performance between the two states.

![Distributions of time windows classified as high and low encoding states.\
The histogram shows distributions of the time windows with regard to the window-wise encoding performance, pooled across participants (red, high encoding state; blue, low encoding state). Note that the two distributions are overlapping because we used participant-specific median split to classify the high and low encoding states. Source data for the analyses reported here are available in [Figure 2---source data 1](#fig2sdata1){ref-type="supplementary-material"}.\
10.7554/eLife.32696.004Figure 2---source data 1.Proportion of HH trials of all windows, high encoding windows, and low encoding windows pooled across 25 participants.These data were used to generate the histograms shown in [Figure 2](#fig2){ref-type="fig"}.](elife-32696-fig2){#fig2}

It should be noted that the proportion of the high encoding state was close to 50% in all three sessions (session 1: 51.2 ± 19.7%, session 2: 45.9 ± 18.7%, session 3: 54.1 ± 13.2%, mean ±SD across participants), with no increasing or decreasing trend over time (*F*~(2,24)~ = 1.020, p=0.367, one-way ANOVA). This ruled out the possibility that window-wise encoding performance is influenced by a mere effect of temporal proximity to the surprise memory test. In addition, we computed the probability of 'state switching' (i.e., a window followed by the other type of window, such as high to low or low to high). If the state of each window was random and independent of the previous state, the probability of state switching would be approximately 50%. However, we found that the probability was significantly lower than the theoretical chance level of 50% (41.0%, p\<0.001, permutation test). This indicated a history dependence of window-wide encoding performance, such that the state type of a window tended to be carried over to the next window.

FC patterns among memory encoding-related regions {#s2-3}
-------------------------------------------------

Do FC patterns differ between the high and low encoding states? To examine this issue, we first focused on well-established memory encoding-related brain regions. Based on a recent meta-analysis ([@bib44]), we defined a brain network consisting of 11 SME regions and 10 SFE regions ([Figure 1B](#fig1){ref-type="fig"}; for the detail of the regions of interest (ROIs), see [Supplementary file 1A](#supp1){ref-type="supplementary-material"}). By focusing on functionally well-characterized regions, we aimed to test our hypothesis regarding dynamic FC patterns. Specifically, we predicted greater FC among the SME regions in the high encoding state relative to the low encoding state, given the proposed functional interactions among the SME regions in successful memory encoding ([@bib44]). Importantly, trial-related activation analysis of our own fMRI data confirmed the SME and SFE in these ROIs ([Figure 3A--C](#fig3){ref-type="fig"}; [Supplementary file 1B](#supp1){ref-type="supplementary-material"}).

![Functional connectivity patterns among memory-related brain regions.\
Trial-related activation analysis confirmed (**A**) the subsequent memory effect (SME, that is, HH \>Miss) and (**B**) subsequent forgetting effect (SFE, that is, Miss \> HH). Statistical parametric maps are thresholded at p\<0.05, FWE corrected across the whole brain. (**C**) Bar graph shows beta estimates (mean ±SEM across participants) for high-confidence hit (HH), low-confidence hit (LH), and Miss trials in representative ROIs from the SME/SFE regions. (**D**) Connectivity matrix of the high encoding state, averaged across participants. (**E**) Connectivity matrix of the low encoding state, averaged across participants. Color bars indicate Fisher-Z transform of Pearson's correlation coefficients. (**F**) A matrix illustrating statistical differences in functional connectivity patterns between the high and low encoding states. Color bar indicates z values derived from Wilcoxon signed-rank test across participants. Connections showing significant differences (p\<0.05, FDR corrected) are marked in red in the upper triangle of the matrix. (**G**) Within-subnetwork connectivity for the SME and SFE regions (mean Fisher's Z value of connections within the SME and SFE regions, respectively). Magenta and black circles represent individual-participant data for the high and low encoding states, respectively. Green horizontal lines indicate across-participant means. Asterisk indicates a significant difference in within-subnetwork connectivity between the high and low encoding states (Wilcoxon signed-rank test, p\<0.05). IFC, inferior frontal cortex; PMC, premotor cortex; HCP, hippocampus; PHG, parahippocampal gyrus; IPS, intraparietal sulcus; MOG, middle occipital gyrus; FP, frontal pole; ACC, anterior cingulate cortex; vmPFC, ventromedial prefrontal cortex; PCC, posterior cingulate cortex; TPJ, temporoparietal junction. Source data for the analyses reported here are available in [Figure 3---source data 1](#fig3sdata1){ref-type="supplementary-material"}--[5](#fig3sdata5){ref-type="supplementary-material"}.\
10.7554/eLife.32696.006Figure 3---source data 1.Beta estimates extracted from 8 representative ROIs from the SME/SFE regions.These data were used to generate the bar graph shown in [Figure 3C](#fig3){ref-type="fig"}.\
10.7554/eLife.32696.007Figure 3---source data 2.Mean correlation coefficients across the 21 SME/SFE regions, averaged across high encoding windows.These data were used to generate the connectivity matrix of the high encoding state shown in [Figure 3D](#fig3){ref-type="fig"}.\
10.7554/eLife.32696.008Figure 3---source data 3.Mean correlation coefficients across the 21 SME/SFE regions, averaged across low encoding windows.These data were used to generate the connectivity matrix of the low encoding state shown in [Figure 3E](#fig3){ref-type="fig"}.\
10.7554/eLife.32696.009Figure 3---source data 4.*z*-values derived from Wilcoxon signed-rank test across participants.These data were used to generate the matrix comparing correlation coefficients between the high and low encoding states shown in [Figure 3F](#fig3){ref-type="fig"}.\
10.7554/eLife.32696.010Figure 3---source data 5.Mean Fisher's *z*-value of connections within the SME and SFE regions for each participant, separately for the high and low encoding states.These data were used to generate the scatter plots shown in [Figure 3G](#fig3){ref-type="fig"}.](elife-32696-fig3){#fig3}

To examine FC patterns, we calculated Fisher's Z-transform of Pearson's correlation coefficients of the windowed time series between all pairs of ROIs. The connectivity matrices were then averaged across time windows separately for the high and low encoding states ([Figure 3D and E](#fig3){ref-type="fig"}). While the connectivity matrices of the two states appeared to be similar, direct comparison revealed a trend indicating FC increases during the high vs. low encoding state between some pairs of SME-related ROIs, most notably in the right middle occipital gyrus (MOG)-right hippocampus/parahippocampal gyrus (HCP/PHG) pair, the right MOG-left fusiform gyrus pair, and the left inferior occipital gyrus-left HCP/PHG pair (Wilcoxon signed-rank test, *z*~(24)~ = 2.3274--3.0808, p=0.0021--0.0199; [Figure 3F](#fig3){ref-type="fig"}). However, it should be noted that these results did not survive false-discovery-rate (FDR) correction among ~21~C~2~ = 210 tests. We also computed 'within-subnetwork' connectivity by averaging the values in the connectivity matrices among the SME regions and among the SFE regions, respectively. Neither the within-subnetwork connectivity for the SME regions nor that for the SFE regions showed a significant difference between the high and low encoding states (Wilcoxon signed-rank test; SME: *z*~(24)~ = 0.4709, p=0.6377; SFE: *z~(24)~* = 0.6592, p=0.5098; [Figure 3G](#fig3){ref-type="fig"}). A two-way ANOVA testing the interaction between region (SME vs. SFE regions) and state (high vs. low encoding states) did not reveal a significant interaction (*F*~(1,24)~,=0.1298, p=0.7218). Overall, although we observed a trend that was consistent with our prediction, the results were not statistically significant. This finding may imply that dynamic FC patterns associated with memory encoding performance cannot be effectively captured if by examining only the 'memory-related' brain regions identified in previous activation-based research (see Discussion for more details).

FC patterns across large-scale brain networks {#s2-4}
---------------------------------------------

Next, to elucidate how a diverse set of brain systems are coordinated for successful memory encoding, we examined FC patterns across a large-scale brain network. In this analysis, we defined a brain-wide network consisting of 224 ROIs (organized into 10 subnetworks; [Figure 1B](#fig1){ref-type="fig"}; [Supplementary file 1C](#supp1){ref-type="supplementary-material"}). This network was derived from a well-established functional brain atlas ([@bib59]), and the same ROIs and subnetwork labels have been used in many previous studies investigating dynamic/static FC during task fMRI ([@bib25]; [@bib22]; [@bib11]; [@bib24]; [@bib52]; [@bib97]). To obtain FC patterns, we calculated pairwise correlations of the windowed time series among the 224 ROIs ([Figure 4A and B](#fig4){ref-type="fig"}), just as we did for the SME/SFE networks. By comparing the high and low encoding states, we found significant differences in FC associated with encoding performance: 98 connections showed significant increases in FC during the high encoding states, whereas 687 connections showed significant decreases (surviving FDR corrections among ~224~C~2~ = 24,976 tests; [Figure 4C](#fig4){ref-type="fig"}; [Supplementary file 1D and 1E](#supp1){ref-type="supplementary-material"}). Three-dimensional (3D) visualizations of differential FC patterns are shown in [Figure 4D and E](#fig4){ref-type="fig"}. Interestingly, the connections showing significant increases in FC during the high encoding state tended to be long range (Euclidean distance: 84.6 ± 27.3; [Figure 4D](#fig4){ref-type="fig"}), whereas those showing significant decreases tended to be short range (Euclidean distance: 76.5 ± 29.7; [Figure 4E](#fig4){ref-type="fig"}; increases vs. decreases: *z*~(783)~ = 2.7846, p\<0.0054, Wilcoxon rank-sum test). These observations suggest a systematic reconfiguration of the large-scale network between the high and low encoding states, rather than a homogeneous, brain-wide increase or decrease in FC.

![Functional connectivity patterns across large-scale brain network.\
(**A**) Connectivity matrix of the high encoding state, averaged across participants. (**B**) Connectivity matrix of the low encoding state, averaged across participants. Color bars indicate Fisher's Z-transform of Pearson's correlation coefficients. (**C**) A matrix illustrating statistical differences in functional connectivity patterns between the high and low encoding states. ROIs belonging to the same subnetwork were grouped together resulting in 10 subnetworks. Color bar indicates z values derived from Wilcoxon signed-rank test across participants. Connections showing significant differences (p\<0.05, FDR corrected) are marked in color (red, high \>low; blue, low \>high) in the upper triangle of the matrix. (**D**) Three-dimensional (3D) visualizations of significantly greater functional connectivity during the high encoding state. (**E**) 3D visualizations of significantly greater functional connectivity during the low encoding state. Source data for the analyses reported here are available in [Figure 4---source data 1](#fig4sdata1){ref-type="supplementary-material"}--[5](#fig4sdata5){ref-type="supplementary-material"}.\
10.7554/eLife.32696.014Figure 4---source data 1.Mean correlation coefficients across the 224 ROIs, averaged across high encoding windows.These data were used to generate the connectivity matrix of the high encoding state shown in [Figure 4A](#fig4){ref-type="fig"}.\
10.7554/eLife.32696.015Figure 4---source data 2.Mean correlation coefficients across the 224 ROIs, averaged across low encoding windows.These data were used to generate the connectivity matrix of the low encoding state shown in [Figure 4B](#fig4){ref-type="fig"}.\
10.7554/eLife.32696.016Figure 4---source data 3.*z*-values derived from Wilcoxon signed-rank test across participants.These data were used to generate the matrix comparing correlation coefficients between the high and low encoding states shown in [Figure 4C](#fig4){ref-type="fig"}.\
10.7554/eLife.32696.017Figure 4---source data 4..edge file used as an input of BrainNet Viewer toolbox to create the 3D visualizations of significantly greater functional connectivity during the high encoding state shown in [Figure 4D](#fig4){ref-type="fig"}.\
10.7554/eLife.32696.018Figure 4---source data 5..edge file used as an input of BrainNet Viewer toolbox to create the 3D visualizations of significantly greater functional connectivity during the low encoding state shown in [Figure 4E](#fig4){ref-type="fig"}.](elife-32696-fig4){#fig4}

In light of the pivotal role of the hippocampus in memory encoding, we also examined the FC patterns between the hippocampus and the large-scale network. In this analysis, we considered a 226-node network that combined the bilateral hippocampus ROIs ([@bib44]) with the 224 ROIs ([@bib59]). As expected, we observed increased FC between the hippocampus and occipital cortex during the high vs. low encoding state (right hippocampus-left MOG: *z*~(24)~ = 3.5383, p\<0.004; surviving FDR corrections among ~226~C~2~ = 25,425 tests; [Figure 4---figure supplement 1](#fig4s1){ref-type="fig"}). The left hippocampus showed increased FC with the right thalamus (*z*~(24)~ = 3.2157, p=0.0013; surviving FDR corrections).

Graph analysis on large-scale brain network {#s2-5}
-------------------------------------------

The results described above imply a dynamic reconfiguration of a large-scale brain network between the high and low encoding states. In particular, the high encoding state appears to be characterized by enhanced long-range FC among distant brain regions, whereas the low encoding state seems to be characterized by increased local connectivity among neighboring regions. This may indicate that the brain shows different levels of functional integration/segregation depending on encoding performance. To formally test this possibility, we applied graph theory to derive measures of integration and segregation from the 224-node network. First, we computed global efficiency, a measure of integration defined for the entire network, and local efficiency (averaged across all nodes), a measure of segregation. We found that global efficiency was significantly higher during the high (vs. low) encoding state (*z*~(24)~ = 3.9688, p=0.0001; [Figure 5A](#fig5){ref-type="fig"}), whereas local efficiency was not different between the states (*z*~(24)~ = 0.6861, p=0.4926; [Figure 5C](#fig5){ref-type="fig"}). A two-way ANOVA showed a significant interaction (*F*~(1,24)~ = 17.1006, p=0.0004) between state (high vs. low) and metrics (global vs. local efficiency), confirming that only the measure of integration changed in association with memory encoding performance. Next, to analyze the network architecture in more detail, we examined subnetwork-wise measures of integration and segregation. Specifically, we computed participation coefficients (PCs) and local efficiency averaged across nodes within each subnetwork, as measures of integration and segregation, respectively ([@bib61]; [@bib50]; [@bib72]). For subnetwork-wise PCs, we observed a significant state-by-subnetwork interaction (*F*~(9,216)~ = 4.4700, p=2.1613 × 10^−5^; two-way ANOVA), indicating that the difference in PCs between the high and low encoding states varied across the subnetworks. When we examined individual subnetworks, we found significantly higher PCs during the high (vs. low) encoding state in two subnetworks (salience network \[SAN\]: *z*~(24)~ = 3.0001, p=0.0027; subcortical nodes \[SUB\]: *z*~(24)~ = 3.7535, p=0.0002; surviving FDR correction among 10 tests; [Figure 5B](#fig5){ref-type="fig"}). In addition, we observed a significant state-by-subnetwork interaction (*F*~(9,216)~ = 5.4792, p=8.7644 × 10^−7^; two-way ANOVA) for subnetwork-wise local efficiency. However, when we examined each subnetwork separately, we did not find a significant difference between the states in any specific subnetwork after FDR correction (*z*~(24)~ \< \|2.4351\|, p\>0.0149; [Figure 5D](#fig5){ref-type="fig"}). To clarify the differential results between the subnetwork-wise measures of integration and segregation, we performed a two-way ANOVA testing the interaction between state (high vs. low) and metric (subnetwork-wise PC vs. subnetwork-wise local efficiency) for each subnetwork separately. We found a significant state-by-metric interaction only in the SAN (*F*~(1,24)~ = 11.9399, p=0.0021; surviving FDR correction among 10 tests). This result confirmed that only the subnetwork-wise integration, not segregation, was associated with memory encoding performance in the SAN.

![Differences in integration/segregation of large-scale network between high and low encoding states.\
(**A**) Global efficiency, a measure of network integration. (**B**) Participation coefficient (averaged across nodes within each subnetwork), a measure of integration defined at subnetwork level. (**C**) Local efficiency (averaged across all nodes), a measure of segregation. (**D**) Local efficiency (averaged across nodes within each subnetwork), a measure of segregation defined at the subnetwork level. Graph metrics were computed for each time window, then averaged across windows separately for each state. Dots represent individual-participant data. Black horizontal lines indicate across-participant means. Asterisks indicate a significant difference between the states (p\<0.05, FDR corrected for subnetwork-wise metrics). Source data for the analyses reported here are available in [Figure 5---source data 1](#fig5sdata1){ref-type="supplementary-material"}--[4](#fig5sdata4){ref-type="supplementary-material"}.\
10.7554/eLife.32696.023Figure 5---source data 1.Mat file containing global efficiency in the high and low encoding states for each participant.These data were used to generate the scatter plot shown in [Figure 5A](#fig5){ref-type="fig"}.\
10.7554/eLife.32696.024Figure 5---source data 2.Participation coefficients (averaged across nodes within each subnetwork) in the high and low encoding states for each participant.These data were used to generate the scatter plot shown in [Figure 5B](#fig5){ref-type="fig"}.\
10.7554/eLife.32696.025Figure 5---source data 3.Local efficiency (averaged across all nodes) in the high and low encoding states for each participant.These data were used to generate the scatter plot shown in [Figure 5C](#fig5){ref-type="fig"}.\
10.7554/eLife.32696.026Figure 5---source data 4.Local efficiency (averaged across nodes within each subnetwork) in high and low encoding states for each participant.These data were used to generate the scatter plot shown in [Figure 5D](#fig5){ref-type="fig"}.](elife-32696-fig5){#fig5}

Furthermore, we asked whether functional integration between specific pairs of subnetworks differs between the high and low encoding states. For this aim, we defined 'inter-subnetwork efficiency' (*E~is~*), which quantifies integration between each subnetwork pair. We found significant differences in inter-subnetwork efficiency between the high and low encoding states in many subnetwork pairs (surviving FDR correction among ~10~C~2~ = 45 tests; [Figure 6](#fig6){ref-type="fig"}). Specifically, higher inter-subnetwork efficiency for the high encoding state was observed among some subnetworks, e.g., between the SUB, SAN, DMN, and VIN and the rest of the subnetworks (*z*~(24)~ \> 2.3274, p\<0.0199). Only the SMN-AUD pair showed lower inter-subnetwork efficiency for the high encoding state (*z*~(24)~ = −2.7041, p=0.0068).

![Differences in inter-subnetwork efficiency between high and low encoding states.\
Inter-subnetwork efficiency (*E~is~*) was computed for each pair of subnetworks. Color bar indicates z values derived from Wilcoxon signed-rank test across participants. Subnetwork pairs showing significant differences (p\<0.05, FDR corrected) are marked in color (red, high \>low; blue, low \>high) in the upper triangle of the matrix. Source data for the analyses reported here are available in [Figure 6---source data 1](#fig6sdata1){ref-type="supplementary-material"}.\
10.7554/eLife.32696.029Figure 6---source data 1.*z*-values derived from Wilcoxon signed-rank test across participants.These data were used to generate the matrix comparing inter subnetwork efficiency between the high and low encoding states shown in [Figure 6](#fig6){ref-type="fig"}.](elife-32696-fig6){#fig6}

We also examined modularity, a measure of entire network-level segregation indicating how well a network can be partitioned into distinct communities ([@bib97]; [@bib98]). Unlike the results for local efficiency, we observed significantly higher modularity during the high encoding state (*z*~(24)~ = 2.5427, p=0.0110). Given that global efficiency (a measure of integration) was higher during the high encoding state, one may expect to observe lower modularity in the high encoding state. In theory, however, a network can exhibit both high integration and high modularity simultaneously ([@bib58]; [@bib51]). To clarify the relationship between modularity and global efficiency, we computed a window-to-window correlation (within each individual) between the two metrics. We found no significant correlation between the two metrics (Pearson's *r* = 0.1155 ± 0.4408; *z*~(24)~ = 1.3319, p=0.1829), suggesting that these two graph metrics captured somewhat independent aspects of the network architecture. We also computed a window-to-window correlation between modularity and entire-network local efficiency, revealing a positive correlation (Pearson's *r* = 0.5907 ± 0.1525; *z*~(24)~ = 4.3724, p=1.2290 × 10^−5^), consistent with the notion that both modularity and local efficiency are metrics of segregation.

We also examined the modularity contribution of each subnetwork (see Materials and methods). We found a significant state-by-subnetwork interaction (*F*~(9,\ 216)~=3.4900, p=0.0005, two-way ANOVA), revealing that the modularity-contribution differences between the states varied across the subnetworks. At the subnetwork level, we found trends indicating greater modularity contribution during the high vs. low encoding state in three subnetworks, most notably in the SUB (SUB: *z*~(24)~ = 2.7311, p=0.0063; DAN: *z*~(24)~ = 2.3274, p=0.0199; DMN: *z*~(24)~ = 2.0584, p=0.0396; Wilcoxon signed-rank test; see [Supplementary file 1F](#supp1){ref-type="supplementary-material"}), although these results did not survive FDR correction. To further clarify the trends of increased modularity contributions (high vs. low encoding state) in these subnetworks, we examined the proportion of edges within single subnetworks and those connecting different subnetworks ([Supplementary file 1F](#supp1){ref-type="supplementary-material"}). We found that both the proportion of edges within the SUB and those across the SUB and the other subnetworks increased during the high encoding state (within: *z*~(24)~ = 3.0003, p=0.0027; across: *z*~(24)~ = 2.7580, p=0.0058). Similar patterns were not observed in the DAN or DMN. In addition, the increase in the proportion of edges (high vs. low encoding states) was greater for the connections within the SUB than those across the SUB and the other subnetworks (*z*~(24)~ = 2.5965, p=0.0094), in line with the increased modularity contribution observed in the SUB. A two-way ANOVA revealed an interaction (*F*~(1,\ 24)~=8.4671, p=0.0077) between state (high vs. low) and connection type (within vs. across). These findings suggest that the SUB contributed to entire network-level segregation (i.e., modularity) by its increased within-subnetwork connections, and also contributed to inter-subnetwork integration by its increased connection with other subnetworks.

A previous study reported that the DMN can be split into submodules during performance of a memory recollection task ([@bib31]). To determine whether submodule structure within the DMN is also relevant to memory encoding, we tested whether the DMN could be divided into submodules during the high and low encoding states, and whether the DMN submodules showed distinct profiles of 'submodule-wise' integration and segregation. By applying a group-level modular decomposition method ([@bib31]), we found that the DMN (consisting of 56 nodes) was divided into five submodules ([Figure 7](#fig7){ref-type="fig"}; [Supplementary file 1G](#supp1){ref-type="supplementary-material"}). Importantly, the submodule assignment of the DMN nodes was identical between the high and low encoding states, suggesting that the DMN submodule structure did not change between the two states. Next, we computed the submodule-wise PC and local efficiency by averaging the node-wise metrics within each of the five DMN submodules. We found no significant difference in the submodule-wise PC (\|*z*~(24)~\|\<1.6279, p\>0.1036). We observed a trend indicating higher submodule-wise local efficiency in one submodule (submodule 3, consisting of nodes in the medial PFC; *z*~(24)~ = 2.3274, p=0.0199), but this was not significant after FDR correction among five tests, and the state-by-submodule interaction was not significant (*F*~(4,\ 96)~=1.8932, p=0.1179; two-way ANOVA). Although it is possible that segregation in a specific DMN submodule is related to a better encoding performance, further research is needed to elucidate the possible differentiation among the DMN submodules for memory encoding.

![Group-level module decomposition of the DMN subnetwork.\
(**A**) Group consistency coclassification matrix indicating an optimal modular structure across all time windows and participants. (**B**) 3D visualization of the 56 DMN nodes classified into five submodules. Source data for the analyses reported here are available in [Figure 7---source data 1](#fig7sdata1){ref-type="supplementary-material"} and [2](#fig7sdata2){ref-type="supplementary-material"}.\
10.7554/eLife.32696.031Figure 7---source data 1.The matrix showing how frequently each node was assigned to be the same submodule.These data were used to generate the consistency matrix indicating the five DMN submodules shown in [Figure 7A](#fig7){ref-type="fig"}.\
10.7554/eLife.32696.032Figure 7---source data 2..node file used as an input of BrainNet Viewer toolbox to create the 3D visualizations of the 56 DMN nodes classified into the five submodules as shown in [Figure 7B](#fig7){ref-type="fig"}.](elife-32696-fig7){#fig7}

Multivariate pattern classification using graph metrics as features {#s2-6}
-------------------------------------------------------------------

Graph analysis is considered an effective method for extracting a concise set of features from a large-scale network. If a set of graph metrics (e.g., participation coefficients computed at a subnetwork level) represent the large-scale network architecture well, one network state can be discriminated from another using multi-dimensional vectors of the graph metrics, instead of using the entire connectivity matrices. Building on this idea, we attempted to classify the high and low encoding states using the graph metrics of integration and segregation derived from the 224-node network. Specifically, we performed across-participant binary classification using support vector machine (SVM) with leave-one-out cross validation. When we used the subnetwork-wise PCs (i.e., 10 features) as the input of the SVM classifier, we were able to reliably distinguish the high from low encoding states with 74% classification accuracy (p=0.0094, permutation test; [Figure 8A](#fig8){ref-type="fig"}). Likewise, when we used subnetwork-wise local efficiency, we obtained a classification accuracy of 68% (p=0.0267, permutation test; [Figure 8B](#fig8){ref-type="fig"}). Using inter-subnetwork efficiency (i.e., 45 features) as inputs, we obtained a classification accuracy of 72% (p=0.0029, permutation test; [Figure 8C](#fig8){ref-type="fig"}). Notably, when we used the entire FC patterns (i.e., Fisher Z-transform of Pearson's correlation coefficients, ~224~C~2~ = 24,976 features) as the input, classification accuracy dropped to chance levels (36%, p=0.9406, permutation test), likely because of the curse of dimensionality.

![Multivariate classification analysis using graph metrics.\
(**A**) Prediction accuracy of support vector machine (SVM) classifier using subnetwork-wise PCs as the input. (**B**) Prediction accuracy of SVM classifier using subnetwork-wise local efficiency as the input. (**C**) Prediction accuracy of SVM classifier using inter-subnetwork efficiency as the input. Bar graphs represent prediction accuracy obtained by different criteria for sorting time windows: encoding performance and two control criteria (proportion of picture trials and RT for semantic judgment). Asterisks indicate statistical significance (p\<0.05, permutation test). Green lines indicate significance threshold determined by permutation null distributions. The blue lines indicate the theoretical chance level (i.e., 50%). Source data for the analyses reported here are available in [Figure 8---source data 1](#fig8sdata1){ref-type="supplementary-material"}.\
10.7554/eLife.32696.034Figure 8---source data 1.Prediction accuracy (*P* \< 0.05, permutation test), i.e., the output from the SVM classifier using subnetwork-wise PCs, subnetwork-wise local efficiency, and inter-subnetwork efficiency as inputs.These data were used to generate the bar plots shown in [Figures 8A, B and C](#fig8){ref-type="fig"}.](elife-32696-fig8){#fig8}

To ensure that the observed differences in the functional network architecture associated with encoding performance were not caused by other confounding factors, such as visual responses to pictures or reaction times (RTs) for semantic judgment, we performed two control analyses, as follows. First, to assess the influence of simple visual stimulation on functional network architecture, we sorted the windows based on the proportion of picture trials (varied across windows because of occasional fixation trials), instead of dividing the states based on encoding performance. We used the same SVM approach as above, but this time to classify the periods with more picture trials and those with fewer picture trials ('more pic' vs. 'fewer pic'; split at the participant-specific medians). In this control analysis, we did not observe significant classification accuracy with the subnetwork-wise PCs (48%, p=0.6349, permutation test; [Figure 8A](#fig8){ref-type="fig"}), with the subnetwork-wise local efficiency (44%, p=0.8713, permutation test; [Figure 8B](#fig8){ref-type="fig"}), or with the inter-subnetwork efficiency (44%, p=0.8713, permutation test; [Figure 8C](#fig8){ref-type="fig"}). Second, to examine the influence of RT for semantic judgment, we sorted the windows based on average RT computed within each window. We ran the SVM analysis to classify the periods of longer average RT and those of shorter average RT ('longer RT' vs. 'shorter RT'; split at the participant-specific medians). Again, we did not observe significant classification accuracy with the subnetwork-wise PCs (50%, p=0.5566, permutation test; [Figure 8A](#fig8){ref-type="fig"}), with the subnetwork-wise local efficiency (44%, p=0.8000, permutation test; [Figure 8B](#fig8){ref-type="fig"}), or with the inter-subnetwork efficiency (38%, p=0.9595, permutation test; [Figure 8C](#fig8){ref-type="fig"}). Furthermore, we confirmed that classification based on encoding performance generally resulted in higher accuracy than that based on the proportion of pictures or RT, with PCs (encoding vs. pictures: p=0.0611; encoding vs. RT: p=0.0822; [Figure 8A](#fig8){ref-type="fig"}), with local efficiency (encoding vs. pictures: p=0.0721; encoding vs. RT: p=0.0311; [Figure 8B](#fig8){ref-type="fig"}), or with inter-subnetwork efficiency (encoding vs. pictures: p=0.0036; encoding vs. RT: p=0.0001; [Figure 8C](#fig8){ref-type="fig"}). Overall, these results suggest that the observed differences in functional network architecture were specifically related to encoding performance, not to simple visual stimulation or RT for semantic judgment.

Robustness check {#s2-7}
----------------

To check the robustness of our findings (particularly the graph analysis applied to the large-scale network; [Figure 5](#fig5){ref-type="fig"}), we performed a number of additional analyses. First, we confirmed that our results were robust across a range of window sizes and proportional thresholds ([Supplementary file 1H](#supp1){ref-type="supplementary-material"}). Importantly, our finding of higher global efficiency during the high encoding state was maintained even for 7.2 s (10 TRs) time windows. Second, the results did not change when we used overlapping sliding windows (in steps of 1 TR; [Supplementary file 1I](#supp1){ref-type="supplementary-material"}). Third, the results were unchanged when we shifted the time series by 5 s to take hemodynamic delay into account ([Supplementary file 1J](#supp1){ref-type="supplementary-material"}), or when we used task fMRI time series instead of residuals (see Materials and methods; [Supplementary file 1K](#supp1){ref-type="supplementary-material"}). Fourth, we confirmed that our results were unchanged when we used both high- and low-confidence hit trials to define the window-wise encoding performance ([Supplementary file 1L](#supp1){ref-type="supplementary-material"}). Fifth, the results remained the same when we used the top and bottom tertiles or quartiles instead of median split to classify the time windows based on encoding performance ([Supplementary file 1M and 1N](#supp1){ref-type="supplementary-material"}; [Figure 5---figure supplement 1](#fig5s1){ref-type="fig"}). Finally, the results did not change after controlling for the effect of time passed within each session or across sessions (see Materials and methods; [Supplementary file 1O](#supp1){ref-type="supplementary-material"}), ruling out the possibility that our findings were simply driven by gradual changes in psychological states over time (e.g., a decrease in concentration/motivation) or by primacy/recency effects. It should be emphasized that the significant differences in graph metrics were observed only in association with encoding performance, not with the proportion of picture trials or with RT for semantic judgment ([Supplementary file 1P and 1Q](#supp1){ref-type="supplementary-material"}).

To cross-validate our findings regarding large-scale network characteristics, we repeated the same analyses using an independent atlas ([@bib36]), which consisted of 285 nodes (see [Supplementary file 1R](#supp1){ref-type="supplementary-material"}). The results were consistent across the two atlases ([Supplementary file 1S](#supp1){ref-type="supplementary-material"}; [Figure 4---figure supplement 2](#fig4s2){ref-type="fig"}, [Figure 5---figure supplement 2](#fig5s2){ref-type="fig"}, [Figure 6---figure supplement 1](#fig6s1){ref-type="fig"}), further demonstrating the robustness of the findings. Likewise, the graph metrics computed on the 226-node network (i.e., the bilateral hippocampus combined with the Power atlas) also showed consistent results ([Supplementary file 1T](#supp1){ref-type="supplementary-material"}).

Possible effects of overall FC strength {#s2-8}
---------------------------------------

For the graph analysis described above, we applied proportional thresholding to obtain unweighted graphs. Although this method has been widely used in previous research ([@bib24]; [@bib69]), a recent study raised a concern ([@bib90]), suggesting a possible influence of overall FC strength on graph metrics computed by this method (it should be noted that the use of absolute thresholding or unthresholded weighted graphs may not effectively circumvent this issue, as discussed in the paper mentioned above). Specifically, if overall FC strength of a given connectivity matrix is weaker, the graph constructed from that connectivity matrix by proportional thresholding can include less-reliable (or false-positive) edges more frequently. This may confound graph metrics. In other words, differences in the reliability of edges between two graphs could result in spurious differences in graph metrics.

To refute this possibility, we examined the 'edge reliability' of large-scale graphs separately for the high and low encoding states. Here, edges were defined as reliable if they existed consistently across time windows more than by chance (see Materials and methods). We found that the proportions of reliable edges were significantly high in both high and low encoding states (relative to randomized networks; [Supplementary file 1U](#supp1){ref-type="supplementary-material"}), and that they were not statistically different from each other (*z*~(24)~ = 1.2916, p=0.1965; [Figure 5---figure supplement 3](#fig5s3){ref-type="fig"}). In theory, a lower proportion of reliable edges (i.e., a higher proportion of false-positive edges) may result in a higher value of global efficiency, because it can introduce random connections between unrelated nodes ([@bib90]). In our case, the proportion of reliable edges was numerically higher for the high encoding state across a range of proportional thresholds ([Supplementary file 1U](#supp1){ref-type="supplementary-material"}). Therefore, if differences in edge reliability between the two states confounded our results, we would have found higher global efficiency during the low encoding state. However, this is the opposite of what we observed, ruling out the possibility that our findings were mere artifacts arising from less reliable edges.

To further examine potential effects of overall FC strength, we performed an additional analysis using 'adjusted' graph metrics, in which we regressed out the effect of overall FC strength estimated for each time window (see Materials and methods). When we compared the high and low encoding states, we found a significant difference in modularity, but not in global efficiency or PC (see [Supplementary file 1V](#supp1){ref-type="supplementary-material"}). This finding suggests that overall FC strength shared a considerable amount of variance (on a window-by-window basis) with the latter three graph metrics. The multivariate analysis using the adjusted subnetwork-wise PC, subnetwork-wise local efficiency, and inter-subnetwork efficiency did not provide significant classification accuracy (62%, p=0.3532; 34%, p=0.7821; 32%, p=0.7840, permutation test, respectively). This may imply that the results for the subnetwork-wise integration and segregation associated with encoding performance are difficult to disentangle from the effect of overall FC strength, at least in this case. Because it removes potentially true information about network organization, the strategy of adjusting for overall FC strength may be overly strict, as mentioned in previous studies ([@bib90]).

Addressing possible concerns about motion confounds {#s2-9}
---------------------------------------------------

Another issue is the potential effects of motion confounds on graph metrics. To examine this issue, we computed framewise displacement (FD) as an index of head motion ([@bib60]; [@bib62]; [@bib47]). We observed no significant difference in mean FD between the high and low encoding states (high: 0.1078 ± 0.0096, low: 0.1093 ± 0.0086; *z*~(24)~ = −1.9238, p=0.0544), and there were no correlations between the window-wise FD and memory encoding performance (Pearson's *r* = −0.0742 ± 0.1794; *z*~(24)~ = −1.8700, p=0.0615), global efficiency (Pearson's *r* = −0.0429 ± 0.2557; *z*~(24)~ = −0.9014, p=0.3674), or modularity (Pearson's *r* = 0.0160 ± 0.1872; z~(24)~ = 0.1211, p=0.9036). To further ensure that our results were not derived from motion-related confounds, we performed a set of supplement analyses as below.

First, we confirmed our main results using graph measures adjusted for window-wise FD. We found that the difference in global efficiency between the high and low encoding states remained significant after we regressed out window-wise FD from global efficiency (*z*~(24)~ = 3.9688, p=0.0002). Modularity adjusted for window-wise FD was also significantly different between the states (*z*~(24)~ = 2.4082, p=0.0160). Furthermore, we performed multivariate classification analysis using the graph metrics adjusted for the window-wise FD. The results revealed significant classification accuracy with the subnetwork-wise PCs and inter-subnetwork efficiency adjusted for the window-wise FD (86%, p=0.0125; 72%, p=0.0034, permutation test, respectively), indicating that the graph metrics retained information about the encoding states even after controlling for window-wise FD. However, the multivariate analysis using the subnetwork-wise local efficiency adjusted for the window-wise FD did not provide significant classification accuracy (70%, p=0.1625, permutation test).

Second, we repeated the analysis with including only half of the participants (n = 13) such that the difference in mean FD between the high and low encoding states became minimal in the subsample. In this subset of participants, mean FD was closely matched between the two states (high: 0.1265 ± 0.0142, low: 0.1265 ± 0.0129; signed rank = 39, p=0.6848), and the window-wise FD was not correlated with either memory encoding performance (Pearson's *r* = 0.0032 ± 0.1077; signed rank = 47, p=0.9460) or global efficiency (Pearson's *r* = −0.0778 ± 0.2716; signed rank = 33, p=0.4143). The difference in global efficiency between the two states remained significant (signed rank = 89, p=0.0007; [Supplementary file 1W](#supp1){ref-type="supplementary-material"}), indicating that the findings with this subset could not be explained by motion-derived confounds. However, the difference in modularity between the states was not significant in this subsample (signed rank = 65, p=0.1909), possibly implying that the relationship between modularity and memory encoding performance is less robust compared with that of global efficiency.

Taken together, the results of these analyses indicate that our finding of large-scale integration associated with memory encoding performance cannot be accounted for by motion confounds. On the other hand, although the modularity difference between the states is statistically significant in our main analysis, that is less robust against one of the above supplement analyses compared with the network integration.

Discussion {#s3}
==========

We demonstrated dynamic reconfiguration of a large-scale functional brain network associated with temporal fluctuations in encoding performance. Importantly, we observed a higher level of network integration during periods of high (vs. low) encoding performance. This effect was mainly driven by increased inter-subnetwork integration of the subcortical, default mode, salience, and visual networks with other subnetworks. Furthermore, dynamic reconfiguration of functional brain network architecture was uniquely related to encoding performance, and not accounted for by the effect of simple visual stimulation or RT for semantic judgment.

Time-varying FC among memory-related brain regions {#s3-1}
--------------------------------------------------

Previous neuroimaging studies have repeatedly shown that successful memory encoding is associated with activation/deactivation of specific brain regions, particularly the SME regions (including the medial temporal lobe and prefrontal cortex) ([@bib92]; [@bib12]; [@bib57]; [@bib64]; [@bib87]; [@bib44]) and SFE regions (including the posterior cingulate cortex and temporoparietal junction) ([@bib93]; [@bib55]; [@bib26]; [@bib44]). However, the ways in which the dynamic interaction among these regions supports successful memory encoding remain unclear. By analyzing time-varying FC within 36 s time windows, we showed that FC between the hippocampus and occipital cortex, both regarded as SME regions, was higher during periods of high (vs. low) encoding performance. This may indicate that successful encoding of visual information is supported by functional interactions between the visual area and the hippocampus, a key structure for memory formation ([@bib28]).

Although we hypothesized to observe a general increase in within-subnetwork connectivity for the SME, this was not the case. FC increase was observed specifically between the hippocampus and occipital cortex, and not among all nodes of the SME regions. One possible explanation for this finding is that our SME ROIs were defined on the basis of a meta-analysis of task activation, not FC. It is possible that the coordinates identified by local task-activation analysis (i.e., the SME/SFE) are not optimal for analyzing FC patterns related to memory encoding performance.

Dynamic reconfiguration of a large-scale functional brain network {#s3-2}
-----------------------------------------------------------------

Successful memory encoding is likely to be influenced by many state factors, such as arousal, attention to external stimuli, and motivation to perform a task ([@bib19]; [@bib38]; [@bib84]). Therefore, temporal fluctuations in encoding performance may be associated with dynamic interactions among a diverse set of brain systems, beyond the so-called memory system. In the current study, we observed differential FC patterns between the high and low encoding states, both within and across many subnetworks. Importantly, during the periods of high (vs. low) encoding performance, FC was increased between specific brain regions, whereas it was decreased between another specific set of regions (see [Supplementary file 1D and 1E](#supp1){ref-type="supplementary-material"} for complete lists). In addition, we observed a marked increase in FC between distant brain regions, whereas FC decreases were prominent between (but not limited to) neighboring regions. These findings suggest a systematic reconfiguration of the large-scale functional brain network related to incidental encoding performance, rather than a uniform increase/decrease in FC across the entire network. Our results indicate that enhanced long-range interregional FC is important for better encoding performance (which was also confirmed by graph analysis). At the same time, the finding that the connections showing decreased FC during the high encoding state outnumbered those showing increased FC (687 vs. 98) highlights the importance of selective functional decoupling. One interesting possibility is that 'breaking' particular FC patterns, such as those observed during task-free resting states, may play an active role in successful memory encoding. This possibility could be tested in future studies by directly comparing dynamic FC patterns during memory encoding task and those during the resting state ([@bib94]).

Recent studies have shown the dynamic nature of FC patterns in the brain and their contributions to a variety of cognitive functions ([@bib3]; [@bib25]; [@bib5]; [@bib69]; [@bib94]; [@bib52]; [@bib23]; [@bib46]). For example, one study reported that dynamic FC in a time window of 40 s reflected temporal fluctuations in arousal level as indicated by RTs in a continuous performance task, and spontaneous eyelid closure ([@bib94]). Other studies have also shown that dynamic reconfigurations of FC patterns are observed across many situations, from performance of cognitively demanding tasks (e.g., working memory and Stroop tasks) to simple perceptual detection of visual and auditory stimuli ([@bib35]; [@bib24]; [@bib79]; [@bib69]; [@bib33]). Our findings extend previous studies by showing that temporal fluctuations in FC across a large-scale brain network are related to incidental memory encoding.

Although our finding of large-scale integration associated with memory encoding is novel, several previous studies investigated FC changes during memory encoding. For example, a previous study reported increased FC between the hippocampus and neocortical regions including the occipital cortex during successful (vs. unsuccessful) memory encoding ([@bib63]). It should be noted that FC between the hippocampus and cortical areas is also considered to be important for memory retrieval ([@bib45]; [@bib65]). [@bib68] suggested that the MTL and several cortical areas such as the posterior cingulate, ventral parietal, and medial prefrontal cortices constitute a 'general recollection network,' which plays a key role in successful memory retrieval across various contexts ([@bib68]). One recent study examining FC patterns during memory retrieval reported greater FC among many brain regions during correct (vs. incorrect) retrieval ([@bib70]). This finding may suggest that successful memory encoding and retrieval are at least partially supported by common patterns of network dynamics. However, it has also been reported that functional coupling between the hippocampus and specific regions (e.g., the posterior cingulate, ventral parietal, and medial prefrontal cortices) differs between memory encoding and retrieval ([@bib41]). Future studies should directly compare large-scale network configurations during encoding and retrieval in a single experiment.

Network integration and segregation associated with incidental encoding performance {#s3-3}
-----------------------------------------------------------------------------------

Using graph analysis, we tested whether dynamic changes in network integration/segregation are associated with encoding performance. At the entire-network level, we found a higher degree of integration (as measured by global efficiency) during periods of high encoding performance. When we examined individual subnetworks, we observed greater integration during the high encoding state in the SAN and SUB subnetworks. Importantly, the SAN was the only subnetwork showing a significant state (high vs. low)-by-metric (integration vs. segregation) interaction, indicating that subnetwork-wise integration (but not segregation) in the SAN is related to better memory encoding performance. In contrast, we did not observe a state-by-metric interaction in the SUB, likely because the subnetwork-wise local efficiency also showed a trend indicating an increase. The importance of the SUB in network integration was supported by the results of another measure of inter-subnetwork integration (*E~is~*), indicating that the SUB was the only subnetwork exhibiting significantly higher *E~is~* during the high encoding state with all other subnetworks. Importantly, *E~is~* and PCs characterize different aspects of a network: the former quantifies integration between a specific pair of subnetworks, whereas the latter quantifies the diversity of inter-subnetwork connections of a particular subnetwork/node to all other subnetworks ([@bib67]; [@bib61]; [@bib50]; [@bib72]). In the current case, the results of these two metrics convergently suggested that integration of the SUB with other subnetworks is associated with successful memory encoding. Therefore, the subcortical nodes (i.e., the thalamus and putamen) may play a unique role in incidental memory encoding, contributing to both within- and across-subnetwork functional interactions and serving as a hub to support large-scale network integration ([@bib7]).

Following the SUB, the DMN was the second notable subnetwork showing higher inter-subnetwork integration with many subnetworks (i.e., the CON, VIN, FPN, SAN, and SUB) during the high encoding state. Previous studies have shown the involvement of the DMN in episodic memory ([@bib37]; [@bib82]; [@bib2]). It has also been reported that FC within the DMN is associated with subsequent memory performance ([@bib75]; [@bib39]). Consistent with these previous studies, we observed significant FC increases within the DMN, including among the superior frontal gyrus and angular gyrus. In addition, in one of the DMN submodules located in the mPFC identified by group-level modular decomposition ([@bib31]), we found a trend indicating increased local efficiency during periods of better encoding performance. This result may imply that increased FC within a specific submodule of the DMN is related to memory encoding, although further research is needed to elucidate possible differentiation among the DMN submodules. Importantly, the current study extends previous findings by revealing that inter-subnetwork integration between the DMN and other subnetworks was related to within-individual time-to-time fluctuations of memory performance, providing further evidence of a central role of the DMN in successful memory encoding. Notably, some regions within the DMN (e.g., the posterior cingulate cortex and temporoparietal junction) exhibited the SFE (i.e., decreased trial-related activation for successful \[vs. unsuccessful\] memory encoding). This highlights the importance of examining both trial-related activation changes and FC changes to understand the role of specific brain systems in certain cognitive functions.

Although our analysis primarily targeted dynamic FC patterns in the timescale of 30--40 s, we observed similar results in other window sizes (i.e., 7.2--60 s). This suggests a reliable association between large-scale network integration and memory encoding performance across a range of timescales. However, it should be noted that even the shortest time windows in our analysis (i.e., 7.2 s) included multiple picture trials. Therefore, our findings are related to the link between particular states of large-scale networks and average memory performance within given time periods, rather than the neural processes underlying single memory-encoding events. To clarify the role of large-scale network states in individual memory encoding events, future research could employ trial-by-trial analysis of FC patterns. For instance, a previous study investigated trial-by-trial FC patterns during a 6 s (4 TRs) period before auditory stimulus presentation, reporting that the pre-stimulus FC patterns differentiated upcoming perceptual detection performance ([@bib69]). This type of analysis could also be useful for understanding large-scale network states predictive of single-item subsequent memory. Furthermore, given the rapid nature of memory-encoding processes ([@bib91]), large-scale network states with much shorter timescales (e.g., less than a second) may also be related to individual memory-encoding events. Recent human electrophysiological studies have shown that large-scale neural synchronization with timescales of hundreds of milliseconds across many regions (e.g., MTL, ventral parietal, and prefrontal cortices) are associated with both successful memory encoding and retrieval ([@bib95]; [@bib77]). Bridging observations across multiple timescales, from milliseconds to minutes, represents an important next step in research of large-scale network dynamics in episodic memory.

Multivariate pattern classification using graph metrics {#s3-4}
-------------------------------------------------------

Our multivariate analysis using graph metrics demonstrated that functional network architecture during the high and low encoding states can be reliably classified using subnetwork-wise metrics of integration. That is, the graph metrics defined at the subnetwork level contain sufficient information to distinguish the high from low encoding states. When we used the entire connectivity patterns as the input, the classification accuracy dropped to chance levels. This suggests that the use of graph metrics can efficiently reduce the number of features and achieve more accurate predictions. The method employed here could be useful for many other applications, such as comparing large-scale brain networks between specific disease groups and normal controls. In addition to other methods of connectivity pattern classification ([@bib69]; [@bib66]; [@bib40]), multivariate analysis using graph metrics could facilitate future research on large-scale brain network architecture.

Methodological considerations for graph analysis {#s3-5}
------------------------------------------------

Several details of the analysis should be noted. First, recent studies have suggested that motion confounds may affect temporal fluctuations in FC patterns ([@bib47]). To address this concern, we performed two supplement analyses, both of which supported our main findings regarding large-scale integration associated with memory encoding performance. Although it was not significant, we observed a trend indicating a negative correlation between FD and memory performance. One possible explanation for this negative correlation is that some individuals may have exhibited a fluctuating level of arousal over the course of the task, which could be positively correlated with window-wise memory performance and negatively correlated with mean FD ([@bib47]). Such momentary fluctuations in arousal level would be inevitable for some individuals, particularly during tasks that require continuous performance (like the one we used). The fact that we observed a significant difference in global efficiency between the high and low encoding states even after excluding such participants provides strong support for our finding. Although motion confounds would be expected to influence both momentary encoding performance and dynamic FC patterns, our supplement analyses suggest that the finding of large-scale integration associated with encoding performance was above and beyond the effect of motion confounds.

Second, the present results concerning higher modularity during the high encoding state should also be considered. Although we observed increased global efficiency during the high encoding state, this was not accompanied by decreased modularity. Unlike global efficiency, modularity is a metric based on the community structure of a network ([@bib67]; [@bib98]). Thus, the current results may suggest that the number of long-range connections across modules was increased, rather than indicating that the network became less modular. Importantly, theoretical studies have shown that a network can exhibit both high integration and high modularity simultaneously through sparse long-range connections across communities ([@bib86]; [@bib96]; [@bib58]; [@bib51]). Recent empirical studies of brain networks have also shown that integration and segregation are not necessarily incompatible with each other ([@bib52]; [@bib8]). In accord with this perspective, we found simultaneous increases in the proportion of edges within the SUB and those across the SUB and the other subnetworks during the high encoding state. This suggests that the SUB may have contributed to entire network-level segregation (i.e., modularity) by its increased within-subnetwork connections, and also contributed to inter-subnetwork integration by its increased long-range connection with other subnetworks. However, the results regarding the modularity difference associated with memory encoding performance appeared to be less robust compared with those of global efficiency (i.e., the analysis based on a subset of participants whose FD was less dependent on memory performance). Further methodological improvements are needed to effectively identify possible coexistence of integration and segregation in large-scale brain networks related to various cognitive functions including memory encoding ([@bib49]).

Third, our additional analysis controlling for overall FC strength suggested that window-to-window fluctuations in the graph metrics substantially covaried with overall FC strength. This makes it difficult to disentangle the effects of network integration/segregation from those of overall FC strength in examining dynamic changes in functional brain networks. However, this does not necessarily undermine the usefulness of graph analysis, for the following reasons. First, correcting for overall FC strength would be overly strict: although it rules out the possibility that observed differences in graph metrics result from artifacts of spurious weak connections, it could also remove real differences in network architecture ([@bib90]). Second, even if graph metrics and overall FC strength are highly correlated, subnetwork-wise graph metrics may provide additional insight into detailed network organization (e.g., specificity and heterogeneity among subnetworks), which may not be captured by overall FC strength. Importantly, we examined the reliability of edges across time windows, and confirmed that our findings are not attributable to differential proportions of false-positive edges ([@bib102]; [@bib90]). In addition, the dynamic reconfiguration of the large-scale network associated with encoding performance was also supported by an analysis that did not rely on graph metrics. Overall, it is unlikely that our findings were solely due to temporal fluctuations in overall FC strength.

Limitations and future perspectives {#s3-6}
-----------------------------------

Although our study provides a number of novel findings about the dynamic FC associated with incidental memory encoding, several limitations should be considered. First, the current study was unable to determine the causal directions between dynamic FC and temporal fluctuations in encoding performance. Recent studies have shown that large-scale FC patterns with timescales of 30--40 s show dynamic fluctuations even in the resting state ([@bib16]; [@bib1]; [@bib102]; [@bib9]; [@bib72]). Given these previous findings, it could be hypothesized that intrinsic, spontaneous dynamics of FC patterns underlie temporal fluctuations in encoding performance. However, we cannot rule out the possibility that different levels of encoding performance across the time windows induce time-varying FC patterns. Future research should be conducted to test these two possibilities using methods that can causally manipulate large-scale FC patterns ([@bib29]; [@bib54]).

Second, to examine dynamic changes in FC patterns, we divided the fMRI time series into time windows, and sorted the windows in reference to behavioral data (i.e., encoding performance). As a result, we sorted the FC patterns into two 'states.' However, this does not necessarily mean that there are only two dynamic FC states; it is possible that there are more than two dissociable states and only some of them are truly related to encoding performance. Some recent studies have employed other approaches, first identifying distinct dynamic FC states based solely on neural data, then relating individual states to behavioral measures ([@bib16]; [@bib72]; [@bib94]). Such approaches could provide further detail about the relationships between dynamic network architecture and memory encoding. Meanwhile, in the current study, comparison of the FC patterns of high and low encoding states revealed very similar patterns. This implies that approaches attempting to identify distinct dynamic states solely using neural data may not work for our data. However, approaches using behavioral data as references for classification may be particularly useful when behavioral performance is associated with very subtle differences in network states, as in the current study.

Third, although our study demonstrated large-scale integration associated with temporal memory performance within individuals, we did not examine how the network characteristics were related to inter-individual variations in memory performance. To further clarify the role of large-scale networks in memory encoding, future studies should investigate how these networks are related to individual differences in memory performance in both healthy and clinical populations.

To summarize, we analyzed time-varying FC patterns during an incidental encoding task, and found that dynamic reconfiguration of a large-scale functional brain network was associated with encoding performance. The periods of high encoding performance were characterized by greater network integration, mainly driven by inter-subnetwork integration between the subcortical, default mode, salience, and visual networks. Our findings provide a better understanding of the neural mechanisms of memory encoding, highlighting the importance of orchestration across many distinct brain systems.

Materials and methods {#s4}
=====================

Participants {#s4-1}
------------

A total of 30 university students (20 males; age 18--22 years, mean ±SD = 20.0±1.2) participated in the study after providing written informed consent. Four participants who fell asleep in the scanner and did not respond in more than 20 trials were excluded from the analysis. One additional participant who did not follow the instructions (not making any 'low confidence' responses in the surprise memory test) was also excluded. The remaining 25 participants (17 males; age 18--22 years, mean ±SD = 20.1±1.1) were therefore available for the analysis. All experimental procedures were approved by the Ethics Committee of Kochi University of Technology.

Stimuli {#s4-2}
-------

Stimuli consisted of color pictures (sized 8° × 6°) and a white fixation cross (sized 0.8° × 0.8°). The pictorial stimuli included 360 pictures showing man-made objects (e.g. commodities, stationery, musical instruments, and appliances) and 360 pictures showing natural objects (e.g. animals, plants, fruits, and natural scenes). These pictures were selected from the Bank of Standardized Stimuli (BOSS) ([@bib13]) and a commercially available image database. All color pictures underwent luminance, contrast, and spatial frequency equalizing by in-house MATLAB (MathWorks, Natick, MA) code (freely available at <https://github.com/Ruedeerat/RGBshine/>, [@bib43]; copy archived at <https://github.com/elifesciences-publications/RGBshine>) adapted from the SHINE toolbox ([@bib99]). Half of the pictures (180 man-made and 180 natural pictures) were randomly selected for use in the incidental memory encoding task. The remaining 360 pictures were used as unstudied pictures in the surprise memory test. The tasks were programmed and administered using Presentation software (Neurobehavioral Systems, Berkeley, CA). We projected the visual stimuli on a screen located behind the scanner. Participants viewed the projected visual stimuli through a mirror attached to a head coil.

Experimental paradigm {#s4-3}
---------------------

The experimental paradigm ([Figure 1A](#fig1){ref-type="fig"}) was based on the subsequent memory approach, which has been widely used in previous research ([@bib92]; [@bib56]). Participants took part in a two-stage experiment: an incidental memory encoding task followed by a surprise memory test. During the incidental memory encoding scans, participants studied the pictorial stimuli. Twenty minutes later, memory for the studied pictures was assessed by the surprise memory test outside the scanner.

In the incidental memory encoding task, participants studied 360 pictures in three runs. Each run began with a central fixation cross for 15 s, followed by a continuous series of 180 rapidly intermixed trials. Sixty man-made picture trials, 60 natural-made picture trials, and 60 fixation trials were pseudo-randomly presented with counterbalancing (each trial type followed every other trial type equally often). Each run ended with an additional fixation period of 20 s. For a picture trial, a pictorial stimulus was presented on the screen for 2500 ms, followed by a 500 ms presentation of a fixation cross. For a fixation trial, only a fixation cross was presented for 3 s. During the picture trials, participants were instructed to make a semantic judgment (man-made or natural) by right-handed button press as soon as possible after the picture onset. The total time for performing the incidental encoding task was approximately 30 min.

In the surprise memory test, participants were presented with the 360 studied pictures from the incidental memory encoding task, as well as 360 unstudied pictures. They were asked to indicate whether they recognized each picture as studied with high confidence, studied with low confidence, or unstudied. Each picture was displayed individually with self-paced timing. Participants responded by right-handed keyboard press.

Image acquisition and preprocessing {#s4-4}
-----------------------------------

All scanning procedures were performed using a 3T Siemens Verio MRI scanner (Siemens, Erlangen, Germany) equipped with a 32-channel head coil. A high-resolution T1-weighted anatomical image was collected for each participant (MPRAGE; repetition time \[TR\]=2500 ms; echo time \[TE\]=4.32 ms; flip angle \[FA\]=8°; field of view \[FOV\]=230 mm; matrix = 256 × 256; in-plane resolution = 0.9 × 0.9 mm^2^; slice thickness = 1 mm; 192 slices; acceleration factor = 2). Functional data were collected using a multiband echo planar imaging (EPI) pulse sequence (TR = 720 ms; TE = 33 ms; FA = 52°; FOV = 192 mm; matrix = 64 × 64; in-plane resolution = 3 × 3 mm^2^; slice thickness = 3 mm; slice gap = 0.75 mm; 45 slices; multi-band acceleration factor = 5), which afforded whole-brain coverage ([@bib101]). Preprocessing was carried out using SPM12 (Wellcome Department of Cognitive Neurology, London, UK). The first five volumes of each run were discarded before preprocessing. The remaining functional volumes were spatially realigned, coregistered to the individual high-resolution anatomical image, normalized to Montreal Neurological Institute (MNI) space, spatially smoothed with 8 mm full width at half maximum (FWHM) Gaussian kernel, and resampled to a spatial resolution of 2 × 2 × 2 mm^3^.

Regions of interest {#s4-5}
-------------------

In the current study, we used two different sets of ROIs. The first set of ROIs was used to investigate FC patterns among well-established memory-related brain regions. Therefore, we used a set of 21 ROIs derived from a recent meta-analysis of the SME/SFE ([@bib44]). The ROIs included 11 brain regions associated with the SME (e.g., the inferior frontal cortex, hippocampus, intraparietal sulcus, and middle occipital gyrus) and 10 brain regions associated with the SFE (e.g., the frontal pole, superior temporal gyrus, posterior cingulate cortex, and temporoparietal junction; see [Supplementary file 1A](#supp1){ref-type="supplementary-material"} for the list of all 21 ROIs). The second set of ROIs was used to investigate FC patterns across a large-scale brain network. We used 224 ROIs consisting of 10 subnetworks from the Power atlas ([@bib59]). The subnetworks had the following labels: sensorimotor networks (SMN), cingulo-opercular network (CON), auditory network (AUD), default mode network (DMN), visual network (VIN), fronto-parietal network (FPN), salience network (SAN), subcortical nodes (SUB), ventral attention network (VAN), and dorsal attention network (DAN) (see [supplementary file 1C](#supp1){ref-type="supplementary-material"} for the list of the ROIs). Although the Power atlas was originally derived from resting-state fMRI data, the same set of ROIs and subnetwork labels have been repeatedly used in task-fMRI studies on large-scale functional brain networks ([@bib25]; [@bib22]; [@bib69]; [@bib24]; [@bib52]; [@bib97]). To cross-validate our findings regarding large-scale networks, we also used 285 ROIs organized into 11 subnetworks derived from the Gordon atlas ([@bib36]; [Supplementary file 1R](#supp1){ref-type="supplementary-material"}).

Trial-related activation analysis {#s4-6}
---------------------------------

To identify brain regions showing the SME (i.e., greater activation in HH than Miss trials) and the SFE (i.e., greater activation in Miss than HH trials), we performed trial-related activation/deactivation analysis using a general linear model (GLM). First, based on participants' responses in the surprise memory test, we categorized the 360 picture trials of the incidental encoding task into three types: high-confidence hit (HH, subsequently remembered with high confidence), low-confidence hit (LH, remembered with low confidence), and Miss (forgotten) trials. Second, we constructed a GLM that included trial-related regressors denoting: (1) the onsets of HH trials, (2) the onsets of LH trials, and (3) the onsets of Miss trials, following the conventions of the subsequent memory approach ([@bib92]). Each trial was modeled using a box-car function (initiating at picture onset, duration = 2500 ms) convolved with a canonical hemodynamic function provided by SPM12. The GLM also included eight nuisance regressors per run: six motion parameters as well as mean time series in the white matter (WM) and cerebral spinal fluid (CSF). The mean time series in the WM and CSF were obtained by averaging time series of voxels within the WM and CSF masks, each of which was derived from an individual's segmented structural image (binarized at a threshold of tissue probability \>0.8) ([@bib10]; [@bib89]). The second-level random-effects analysis (one-sample t-tests) was performed using contrast images derived from individual participants (i.e., HH minus Miss for the SME and Miss minus HH for the SFE). The statistical threshold was set at voxel-wise p\<0.05, family-wise error corrected across voxels with the gray matter (defined by 'TPM.nii' implemented in SPM12, thresholded at 0.5). For a set of selected ROIs ([Figure 3B](#fig3){ref-type="fig"}), we extracted beta estimates of individual participants and contrasts from 5 mm radius spheres centered on the MNI coordinates derived from the meta-analysis of the SME/SFE ([@bib44]).

Extraction of fMRI time series {#s4-7}
------------------------------

We extracted residual time series data from each ROI using a voxel-wise GLM, in accord with previous research ([@bib17]; [@bib85]; [@bib72]; [@bib24]). More specifically, we averaged time series across voxels within a 5 mm radius sphere around each ROI, after regressing out the trial-related (HH, LH, and Miss) and nuisance (six motion parameters as well as WM and CSF, as well as their temporal derivatives and quadratic terms) signals defined by the regressors of the aforementioned GLM ([@bib62]; [@bib20]). Note that we did not include global signal regression because it could introduce spurious anti-correlations. The obtained residual time series were used for FC analysis described below. For scrubbing, frames with FD \>0.2 mm were censored ([@bib60]; [@bib62]; [@bib47]), and ignored when computing FC. For the additional control analysis using trial-evoked time series ([Supplementary file 1K](#supp1){ref-type="supplementary-material"}), we regressed out only the nuisance signals (i.e., motion parameters and WM/CSF time series), while maintaining the trial-related signals. All other procedures were identical to the main analysis.

Definition of time windows {#s4-8}
--------------------------

We sought to examine time-varying FC patterns associated with incidental memory encoding performance. To do so, we first divided the extracted time series into 36 s (i.e., 50 TRs) time windows, resulting in 45 windows per participant. This window size was determined on the basis of recent studies showing dynamic changes in FC in time periods of 30--40 s ([@bib11]; [@bib69]; [@bib94]; [@bib52]). Importantly, we confirmed that our findings were robust to a range of window sizes (7.2--60 s; see [Supplementary file 1H](#supp1){ref-type="supplementary-material"}). We also confirmed that our results were unchanged when we used overlapping sliding windows (sliding in steps of 1 TR, resulting in 2100 windows per participant) or when we used time windows shifted by 5 s (with taking into account the hemodynamic delay; see [Supplementary file 1I and 1J](#supp1){ref-type="supplementary-material"}). Next, for each participant, we classified the time windows into either 'high encoding' or 'low encoding' states based on window-wise encoding performance: the proportion of HH trials (the number of HH trials divided by that of picture trials) computed within each window. We used participant-specific median values for the classification, ensuring roughly equal numbers of windows for the high and low encoding states at an individual level. When a window had the exactly the same value as the median, we classified the window into either the high or low encoding state, depending on each participant, so that we could maximally equate the number of windows between the two states. In additional analyses, we also used tertiles and quartiles (instead of medians) to classify the windows according to memory encoding performance ([Supplementary file 1M and 1N](#supp1){ref-type="supplementary-material"}). To examine history dependence in the encoding states, we computed the probability of state switching (i.e., high to low or low to high, as opposed to high to high or low to low). We used a permutation test to determine statistical significance: the (group-averaged) probabilities of state switching for the empirical data were compared with a null distribution derived from 1000 permutations (i.e., we permuted the order of 45 windows within each participant and computed the probability of state switching for the permuted sequences of windows).

To test the robustness and specificity of our findings, we repeated the classification analysis with several alternative inputs. First, we classified the windows based on the proportion of HH and LH trials (i.e., the number of HH plus LH trials divided by that of the picture trials). This analysis confirmed that our findings held true when we included the LH trials in computing the window-wise encoding performance (see [Supplementary file 1L](#supp1){ref-type="supplementary-material"}). Second, to rule out the possibility that our findings resulted from simple visual-related brain responses, we classified the windows into 'more pic' and 'fewer pic' periods, based on the proportion of the picture trials (i.e., the number of picture trials divided by the total number of trials including fixation trials) irrespective of encoding performance. Third, to assess the influence of window-to-window variability in RT for semantic judgment (possibly reflecting task difficulty or general arousal level not directly related to memory performance), we classified the windows into 'longer RT' and 'shorter RT' periods based on mean RT computed within each window. The RT of a trial was defined as the time from the picture onset to the participant's button press (1167.1 ± 240.8 ms, mean ± SD across participants). The results from the second and third analyses confirmed that our findings are specific to encoding performance (see [Supplementary file 1P and 1Q](#supp1){ref-type="supplementary-material"}).

FC analysis {#s4-9}
-----------

We examined how FC patterns among ROIs (either in the 21-node or 224-node networks) differed between the high and ~low~ encoding states. For each time window, we computed Pearson's correlation coefficients of the time series between all pairs of ROIs, which were Fisher Z-transformed to form a connectivity matrix. We then averaged the connectivity matrices across the windows, separately for the high and low encoding states. For statistical tests of the difference in FC patterns between the states, we used Wilcoxon's signed-rank tests across participants. The significance threshold was set at p=0.05, with multiple comparison corrections controlling for FDR. To compute Euclidean distance, we used *x, y*, and *z* of MNI coordinates for each ROI. We used BrainNet Viewer ([@bib100]; RRID:[SCR_009446](https://scicrunch.org/resolver/SCR_009446)) to visualize FC changes.

Graph analysis {#s4-10}
--------------

We performed graph analysis to examine integration and segregation of the 224-node network, using the Brain Connectivity Toolbox ([@bib67]; RRID: [SCR_004841](https://scicrunch.org/resolver/SCR_004841)). Note that this analysis was not applied to the 21-node network because graph metrics estimated in small networks are not necessarily stable ([@bib67]; [@bib69]). To derive graph metrics from the 224-node network, we constructed an unweighted, undirected graph from a 224 × 224 connectivity matrix by applying a proportional threshold of connection density = 0.15. To ensure that effects were not driven by the particular connection density, we checked robustness by varying the threshold values: 0.1, 0.15, 0.2, and 0.25 ([Supplementary file 1H](#supp1){ref-type="supplementary-material"}).

Network topologies were characterized using the following metrics: global efficiency (*E~g~*), local efficiency (*E~loc~*), inter-subnetwork efficiency (*E~is~*), and PC. In the present study, $N$ is the set of all nodes in the network, and $n$ is the number of nodes. ($i$, $j$) is a link between nodes $i$ and $j$, ($i$, $j$ ∈ *N*). $a_{ij}$is the connection status between $i$ and $j$: $a_{ij}$ = 1 when link ($i$, $j$) exists; $a_{ij}$ = 0 when no connection is present. $d_{ij}$ is the shortest path length between nodes $i$ and $j$. $M$ is the set of subnetworks, and $m$ is the number of subnetworks.

The global efficiency (*E~g~*) is a measure of integration. A network with high *E~g~* is considered topologically integrated. The global efficiency of a network is the average of the inverse shortest path lengths across all pairs of nodes:$$E_{g} = \frac{1}{n}\sum\limits_{i \in N}\frac{\sum\limits_{j \in N,j \neq i}d_{ij}^{- 1}}{n - 1}$$

The local efficiency (*E~loc~*) is a measure of segregation. The local efficiency of node $i$ is the average of the inverse shortest path lengths defined in the subgraph consisting of $i$ and its neighboring nodes$$E_{loc} = \frac{\sum\limits_{j,h \in N,j \neq i}a_{ij}a_{ih}\left\lbrack {d_{jh}\left( N_{i} \right)} \right\rbrack^{- 1}}{k_{i}\left( {k_{i} - 1} \right)}$$where $k_{i}$is the number of links connected to $i$, and $d_{jh}\left( N_{i} \right)$ is the shortest path length between *j* and *h*, that contains only neighbors of $i$. For a network- or subnetwork-level measure of segregation, *E~loc~* is averaged across nodes within a network or subnetwork, respectively.

The participation coefficient $\left( {PC} \right)$ is an alternative measure of integration, which quantifies the diversity of inter-subnetwork connections of a node:$$PC = 1 - \sum\limits_{m \in M}\left( \frac{k_{i}\left( m \right)}{k_{i}} \right)^{2}$$where $k_{i}\left( m \right)$ is the number of links between $i$ and all nodes in subnetwork $m$. For a subnetwork-level measure, $PC$ is averaged across nodes within a subnetwork.

Furthermore, we defined 'inter-subnetwork' efficiency (*E~is~*) as a measure of integration between a specific pair of subnetworks:$$E_{is} = \frac{1}{s}{\sum_{i \in S}\frac{\sum_{j \in T}d_{ij}^{- 1}}{t}}$$where $S$ and $T$ are the (non-overlapping) sets of nodes in two subnetworks, and $s$ and $t$ are the numbers of nodes in them. Note that $d_{ij}$ is defined over the entire network, and the shortest path may be mediated by nodes outside the subnetworks of interest.

We also computed modularity as an index of how well a network can be partitioned into distinct communities:$$Q = {\sum_{u \in M}\left\lbrack {e_{uu} - \left\lbrack {\sum_{v \in M}e_{uv}} \right\rbrack^{2}} \right\rbrack}$$where the network is partitioned into a set of non-overlapping modules *M* (identified by Louvain's algorithm), and $e_{uv}$ is the proportion of all edges that connect nodes in module $u$ with nodes in module $v$ ([@bib67]; [@bib31]). Although the Louvain algorithm is stochastic, we confirmed that our results were stable over iterations (mean ± SD of *z* value \[Wilcoxon signed-rank test\] over 5,000 iterations = 2.6051 ± 0.0709 for the modularity difference between the high and low encoding states). In addition, modularity computed with the Louvain algorithm was strongly correlated with that computed by the Newman (deterministic) algorithm from window to window (Pearson's *r* = 0.9796 ± 0.0112, *z*~(24)~ = 4.3724, *P* = 1.2290 × 10^−5^). This confirmed that our choice of algorithm did not affect our findings.

The modularity contribution of each subnetwork was calculated as $e_{uu} - \left( {\sum_{v \in M}e_{uv}} \right)^{2}$ ([@bib69]). Because this analysis requires a fixed community assignment of nodes across all windows and participants, we used the pre-defined subnetwork labels of the Power atlas (unlike all other analyses involving modular structure, for which we used the Louvain algorithm for optimal community detection).

These graph metrics were calculated for each window, then averaged across the windows, separately for the high and low encoding states. Finally, the graph metrics were compared between the two states across 25 participants using Wilcoxon signed-rank test. All statistical results were corrected for multiple comparisons using FDR correction.

We investigated whether the nodes belonging to the DMN could be further divided into submodules during the high and low encoding states. Using a modular decomposition technique ([@bib31]), we first computed functional connectivity across the 56 DMN nodes and construct an unweighted, undirected graph from a 56 × 56 correlation matrix, separately for each time window and participant. For each window, we applied the Louvain method to decompose the DMN nodes into submodules. Community affiliation indices, the outputs from modularity decomposition, were submitted to construct a 56 × 56 coclassification matrix by defining *C~ij~* = 1 if node *i* and *j* belonged to the same submodule and *C~ij~* = 0 otherwise. We then generated group consistency matrices (G) by counting how frequently each node was assigned to be the same submodule across all windows, separately for groups of high and low encoding windows. Finally, the consistency matrices (G) were submitted to a group level modular decomposition to classify nodes which were more likely to belong to the same module across participants.

To rule out the possible confounding effects of time, within and across sessions, we performed additional statistical analyses, as follows ([Supplementary file 1O](#supp1){ref-type="supplementary-material"}). First, to exclude the effects of the amount of time passed within each session, we define a 45-by-1 dummy vector denoting the order of windows within each session (i.e., \[1, 2, 3, ... 15\], repeated three times), and regressed out this effect on a window-by-window basis before averaging graph metrics within each state. Second, to exclude the effect of the amount of time passed across sessions, we defined another 45-by-1 vector denoting session (i.e., \[1, 1, ... 2, 2, ... 3, 3, ...\]), and regressed out this effect from graph metrics of each window. We confirmed that neither linear nor quadratic effects of the amount of time passed explained our results.

It should be noted that a recent paper raised a concern about the possible influences of overall FC strength on graph metrics ([@bib90]). In short, the authors argued that weaker overall FC of a network may result in the inclusion of more random connections (particularly when a graph is constructed using proportional thresholding), which tends to give a higher value of global efficiency and a lower value of local efficiency. In other words, differences in graph-metric values between two networks may reflect differences in overall FC strength. To address this concern, we performed an additional analysis controlling for the effect of overall FC strength, as proposed in the paper ([@bib90]). Specifically, we first computed overall FC strength (the mean of all positive values across all elements of a connectivity matrix) for each window. We then regressed out the overall FC strength from all graph metrics to obtain 'adjusted' graph metrics. We performed the statistical analysis using these adjusted graph metrics in the same manner as the main analysis ([Supplementary file 1V](#supp1){ref-type="supplementary-material"}).

We also analyzed 'edge reliability' to confirm that the difference in the proportions of reliable edges between the high and low encoding states did not affect our results. Specifically, for each participant and state, we examined how often an edge appeared between a given node pair across time windows. An edge was defined as 'reliable' if it consistently appeared across windows more than by chance. To determine the chance level, we created 100 randomized networks from each of the real networks per participant and state, while preserving degree distributions ([@bib67]), and generated null distributions of the probability of edge appearance. The 95th percentile of this null distribution was used as a threshold to determine the reliable edges in the real networks. We compared the proportions of reliable edges (i.e., the number of reliable edges relative to all possible edges) between the high and low encoding states using a signed-rank test across participants.

Multivariate pattern analysis {#s4-11}
-----------------------------

For the multivariate analysis based on graph metrics, we performed across-participant binary classification (with leave-one-out cross validation) using a support vector machine (SVM) implemented in LIBSVM ([@bib18]; RRID:[SCR_010243](https://scicrunch.org/resolver/SCR_010243)). We used PCs and local efficiency of the 10 subnetworks and inter-subnetwork efficiency of 45 subnetwork pairs (averaged across windows for each participant and state) as inputs for the classifier. The input variables were Z-score normalized (mean = 0, standard deviation = 1) within each participant as a method of feature scaling. The SVM was trained using 48 samples from 24 participants (i.e., the high and low encoding states) with the default parameters (kernel type = radial basis function, gamma = 1/the number of features; *c* = 1), and tested using two samples from the left-out participant. The classification accuracy was averaged across the 25 folds of cross validation. The statistical significance of classification accuracy was evaluated using a permutation test, as proposed by [@bib34] ([@bib34]). In the permutation test, the class labels (i.e., the high or low encoding states) of the original data are reversed in randomly selected participants, and the same SVM classification was performed to obtain a null distribution of classification accuracy (10,000 permutations) The *P* value was calculated as the proportion of classification accuracies that are equal to or greater than the accuracy obtained by the original data. For control analyses, we repeated the same classification procedure, except we used different sets of input variables.
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In the interests of transparency, eLife includes the editorial decision letter and accompanying author responses. A lightly edited version of the letter sent to the authors after peer review is shown, indicating the most substantive concerns; minor comments are not usually included.

Thank you for submitting your article \"Large-scale network integration in the human brain tracks temporal fluctuations in memory encoding performance\" for consideration by *eLife*. Your article has been reviewed by three peer reviewers, and the evaluation has been overseen by a Reviewing Editor and Sabine Kastner as the Senior Editor. The following individual involved in review of your submission has agreed to reveal her identity: Jessica Cohen (Reviewer \#3).

The reviewers have discussed the reviews with one another and the Reviewing Editor has drafted this decision to help you prepare a revised submission.

As you can read below, the reviewers had several positive comments about your manuscript. They think that your study is interesting, novel, and important. They also praised your control analyses and the MVPA analysis.

At the same time, they had several concerns that must be addressed in the revision. Instead of repeating the reviewers\' comments, I will highlight few issues in which the reviewers converged and/or I find particularly important.

1\) Both reviewer 1 and 2 commented about the use of the Power et al. atlas. Reviewer 1 thinks the use of the Power et al. nomenclature is excessive and asks you to justify better the choice of this atlas. Reviewer 2 suggests adding the hippocampus to this atlas, so you can confirm the hippocampus-occipital effect you found using the Kim\'s ROIs.

2\) Reviewer 1 noted your excessive use of reverse inference, which I also found excessive in the Discussion section. Perhaps instead of speculating about the contributions of brain regions you did not specifically investigate, you could use the Discussion section to focus on several issues noted by the reviewers.

3\) Reviewer 1 commented that the 30-sec time window is not appropriate given the fast dynamics of memory encoding. I agree with this point. I also agree with reviewer 2 that, because of the long time window, the difference in memory between high and low memory states is small (comment \#5). You have to report the average number of HH and LL/Miss trials in the two states. It would seem there were about 6 trials and 3 fixations per window, which means that with a mean of HH trials around 50%, high and low memory states could differ in just one HH. I suggest that you redo the analyses with a shorter time-window and using a parametric analysis with tertiles or quartiles as suggested by reviewer 2.

4\) Reviewer 1 commented that your point that DMN activity is associated with subsequent forgetting is not true for the hippocampus, whose activity is assumed to be part of the DMN but shows subsequent memory effects. You need to discuss this issue, which has been previously investigated (e.g., Huijbers et al., 2011). Personally, what I found surprising is that you link the DMN to subsequent forgetting in the Introduction, but you then find higher DMN inter-subnetwork integration for high than low memory states and do not mention this apparent inconsistency in the Discussion. I suggest you report standard event-related analyses to confirm you are getting the standard subsequent forgetting effects in the DMN, particularly ventral parietal and posterior cingulate in your study. If so, you would have an interesting dissociation between activity and connectivity which could enhance the study.

5\) Reviewer 1 notes that your conclusion that high encoding state is characterized by long- rather than short-range functional connectivity is not supported by any statistical analysis. Independently, reviewer 3 suggested a method for addressing this issue: use Euclidean distance of edges. I think you should add this analysis and ideally report a 2 (range: long vs. short) x 2 (memory state: high vs. low) interaction.

6\) In addition to these points, the reviewers had several other comments you should address, such as using other measures of sub-network interactions (see Wig, 2017), investigate the connectivity of SFE regions, do additional analysis to control for potential motion confounds, and consider potential.

\[Editors\' note: further revisions were requested prior to acceptance, as described below.\]

Thank you for resubmitting your work entitled \"Large-scale network integration in the human brain tracks temporal fluctuations in memory encoding performance\" for further consideration at *eLife*. Your revised article has been favorably evaluated by Sabine Kastner (Senior Editor), a Reviewing Editor, and three reviewers.

The manuscript has been improved but there are some remaining issues that need to be addressed before acceptance, as outlined below:

Reviewer 1:

1\) Add an ANOVA to the last paragraph of the subsection "FC patterns among memory-encoding-related regions".

2\) Qualify the use of \"short\" in \"short time windows (\~36 s)\".

3\) Emphasize the \"breaking\" of resting state functional connectivity pattern during high encoding (changes in inter-subnetwork connectivity as opposed to FC increases).

4\) Do not lump the hippocampus in with the DMN (focus on specific regions).

5\) Clarify that subnetwork integration contributes to encoding (not the \"core\" roles of networks).

*Reviewer 2:*

1\) Report only the 32P+scrubbing results.

2\) Do not use \"moment-to-moment\".

3\) Discuss studies using shorter time-scales, such as Sadaghiani et al. (2015).

4\) Look at DMN subnetworks (e.g., Fornito et al., 2012) or community-detection algorithms to determine if the DMN is separated into multiple subnetworks during memory.

5\) In first paragraph of the subsection "Dynamic reconfiguration of a large-scale functional brain network", but not the conclusion, says that there is a general increase in long-range and decrease in short-range connections distributed across many networks, rather than a uniform increase/decrease in FC across the entire network.

6\) Correct \"Cohen & D\'Esposito, 2016\".

*Reviewer 3:*

1\) Provide additional data explaining why the supplemental analysis show modularity was greater for high than low encoding states when movement is properly controlled.

2\) Re-run the models without redundant regressors.

3\) Add missing statistical tests.

4\) Why weren\'t the SVMs run with the other variables?

Full comments of the reviewers:

*Reviewer \#1:*

1\) The stats starting in the last paragraph of the subsection "FC patterns among memory-encoding-related regions" require an ANOVA. Specifically, when comparing hippocampal and occipital connectivity for SME vs. SFE, separate t-tests are not appropriate (Nieuwenhuis et al., 2011).

2\) \"By analyzing time-varying FC within short time windows (\~36 s)\".

As indicated in the past review, \"short\" here is really incorrect. Single neuron studies show SME effects on the order of hundreds of milliseconds (Viskontas et al., 2006). Such effects are also present at the network level during retrieval in the local field potential on the scale of hundreds of milliseconds (Watrous et al., 2013). Thus, the authors really need to clarify in more detail in the Discussion that \"short\" here really refers to a state rather than specific processing related to memory. I suggest adding one or two sentences in the Discussion and mentioning these papers briefly.

3\) \"These findings suggest a systematic reconfiguration of the large-scale functional brain network related to incidental encoding performance, rather than a uniform increase/decrease in FC across the entire network.\"

I still think the authors need to be clearer that their findings also suggest \"breaking\" of resting state related functional connectivity patterns during high vs. low encoding states. Thus, the findings would also seem to support the idea that inter-subnetwork connectivity is important to these memory states rather than just increases in FC within them. There is some mention of this in the Discussion, but I was surprised not to see this point emphasized in more detail.

4\) \"(e.g., the hippocampus and other regions in the DMN)\"

The authors should be careful here. The Power network does not include the hippocampus and different authors seem to lump the hippocampus in with the DMN while others do not. I suggest removing the statements about the DMN here and focusing on those specific regions. The authors may also consider an influential paper by Rugg and Vilberg that makes a much better case for memory specific brain regions than the resting state literature (Rugg and Vilberg, 2013).

5\) \"In our case, the results from these two metrics convergently suggested the core roles of the subcortical, default-mode, and visual systems in incidental encoding of visual stimuli.\"

Again, I think the authors should be careful here. They also showed integration across subnetworks was important to successful encoding. This doesn\'t suggest the \"core\" roles of these subnetworks themselves but rather their integration with each other, at least in the context of the paradigm investigated here.

*Reviewer \#2:*

1\) I appreciate the inclusion of the section of the Results \"Addressing possible concerns about motion confounds\". While acknowledging potential confounds is important, given the improved methods to deal with motion beyond the 6 motion parameters plus WM/CSF as you report in your main analyses (8P), I cannot think of a reason to not simply report the 32P+scrubbing results. As you acknowledge, the results are quite similar across the two methods. However, the differences across the methods may be related to motion, especially given your findings that FD is related to behavior, and that it is related to global efficiency without the more rigorous nuisance regression. These pieces of evidence all point to likely spurious results when you do not aggressively account for motion and other artifacts. Thus, I think you should remove all results using the 8P method and only report results using the 32P+scrubbing method.

2\) At the beginning of the Discussion, you write: \"We demonstrated dynamic reconfiguration of a large-scale functional brain network associated with moment-to-moment fluctuations in encoding performance.\" I would rephrase that, since moment-to-moment implies volume-to-volume (i.e., on the order of your TR) and/or differences on the resolution of individual trials; by using 36s, non-overlapping windows, this is longer than \"moment-to-moment\".

3\) Related to the timing, most of the literature you cite having done similar analyses (arousal, sustained performance across blocks of a perception task or working memory/Stroop task), include tasks or states that are thought to vary on longer timescales, while your Introduction is about subsequent memory, which is categorized on a trial-by-trial basis. While I find the results you show averaging across trials convincing and an important contribution to the literature, more of a discussion about the shorter-scale changes in your case would be relevant. As it is, you briefly mention the shorter time-scale in the results but do not bring it up again. As an example in the literature, the Sadaghiani et al. (2015) paper that you reference looks at a small number of volumes before each detected or missed stimulus and does so on a trial-by-trial basis. A method like that seems appropriate for truly looking at subsequent memory, and as such should be discussed.

4\) With regard to your discussion of the involvement of the DMN, it is helpful that you now point out that some regions within the DMN are also related to memory. Why don\'t you look at sub-DMN networks, which has been done in other studies looking at memory network dynamics in the past (i.e., Fornito et al., 2012; and others)? Or, in the very least, suggest using community detection algorithms to determine whether the DMN is more accurately separated into multiple subnetworks during memory?

5\) In the first paragraph of the Discussion subsection "Dynamic reconfiguration of a large-scale functional brain network", I appreciate the increased specificity in your explanation. However, it selects only two examples (there were significant increases within more networks than just the DMN, for example) thus it misrepresents the results. Additionally, the specific examples in contrast to the summary of distance effects is confusing -- the distance effects appear to be across the whole-brain and not related to individual networks, whereas you initiate the paragraph giving examples only of a small subset of individual networks. It seems as though a conclusion more in line with the results is that there is a general increase in long-range and decrease in short-range connections distributed across many networks, rather than a uniform increase/decrease in FC across the entire network.

6\) Finally, as a small comment, this paper is cited incorrectly in the in-text citations: \"Cohen and Esposito, 2016\" is incorrect; it should be \"Cohen and D\'Esposito, 2016\". I see it cited about 4-5 times, so it should be fixed each time.

*Reviewer \#3:*

1\) My first concern centers on the results following more appropriate strategies for dealing with movement, which is known to impact time-course correlations. I appreciate the effort that was put towards minimizing movement-related confounds. A large proportion of the analyses do not survive correction for multiple comparison corrections. More critically however, a supplemental analysis indicates that modularity is actually increased during high encoding states relative to low encoding states when movement is properly controlled. This is in large conflict with the remaining analyses, and is incompatible with the conclusions of the paper. As the paper is framed around segregation and integration, the fact that the closest measure to segregation exhibits an opposite pattern to that which is discussed is problematic. The authors discuss this point a little and offer a scenario where modularity and efficiency can exhibit opposing patterns (subsection "The effects of denoising methods", last paragraph), but I\'m not convinced that the disconnect between their measures has been reconciled. I believe additional work needs to be done to explore this discrepancy, possibly centering in on what parts of the network are driving the effect, as readers interested in the network side of things will question the basis for the conclusions.

2\) For both the GLM and time-course analysis (the latter of which is used for all subsequent connectivity/graph comparisons), it appears all trial-types have been modeled explicitly (high-hit, low-hit, miss, fixation; subsection "Trial-related activation analysis"). As a result, I think the models contain redundant regressors which can impact estimation of the regression coefficients and residuals. This should be corrected.

3\) A number of necessary statistical tests are missing to allow comparisons across states/measures. Specifically, for examining SME/SFE by state, the analysis of within subnetwork connectivity should reveal an interaction, as that is what is being implied and interpreted. It is currently presented as a series of pairwise comparisons (subsections "FC patterns among memory-encoding-related regions" and "FC patterns across large-scale brain networks"). Likewise, for local/global efficiency/PC vs. high/low encoding (subsection "Graph analysis on large-scale brain network"), a comparable ANOVA model is required to confirm the existence of interactions.

4\) Why weren\'t SVMs run with the other variables? Is there a reason why the authors only report the results of PC, subnetwork local-e, and whole-matrix FC patterns (subsection "Multivariate pattern classification using graph metrics as features")?

10.7554/eLife.32696.041

Author response

> As you can read below, the reviewers had several positive comments about your manuscript. They think that your study is interesting, novel, and important. They also praised your control analyses and the MVPA analysis.
>
> At the same time, they had several concerns that must be addressed in the revision. Instead of repeating the reviewers\' comments, I will highlight few issues in which the reviewers converged and/or I find particularly important.
>
> 1\) Both reviewer 1 and 2 commented about the use of the Power et al. atlas. Reviewer 1 thinks the use of the Power et al. nomenclature is excessive and asks you to justify better the choice of this atlas. Reviewer 2 suggests adding the hippocampus to this atlas, so you can confirm the hippocampus-occipital effect you found using the Kim\'s ROIs.

We thank the editor for summarizing these important comments provided by the reviewers. In accord with these comments, we intensively revised our manuscript. First, we avoided the excessive use of the Power et al. nomenclature in the revised manuscript (e.g., in Discussion). Second, we clarified why we chose the Power atlas, explaining that the atlas has been used in previous task-fMRI studies. Third, to avoid the over-reliance on the Power atlas, we cross-validated our results using an independent atlas (Gordon et al., 2016). Furthermore, in accordance with the comment by reviewer \#2, we added the bilateral hippocampus ROIs to the Power atlas and confirmed the increased functional connectivity between the hippocampus and occipital cortex associated with memory encoding performance (Materials and methods, subsection "Regions of interest"; Results, subsection "Robustness check", last paragraph and subsection "FC patterns across large-scale brain networks", last paragraph).

> 2\) Reviewer 1 noted your excessive use of reverse inference, which I also found excessive in the Discussion section. Perhaps instead of speculating about the contributions of brain regions you did not specifically investigate, you could use the Discussion section to focus on several issues noted by the reviewers.

In response to this comment, we removed the speculations based on reverse inferences (e.g., relating the SUB to intrinsic motivation and the CON to sustained attention). Instead, we added new paragraphs to Discussion to address the issues noted by the reviewers (e.g., Discussion, subsection "Network integration and segregation associated with incidental encoding performance", last paragraph; subsection "Methodological considerations for graph analysis", first and second paragraphs).

> 3\) Reviewer 1 commented that the 30-sec time window is not appropriate given the fast dynamics of memory encoding. I agree with this point. I also agree with reviewer 2 that, because of the long time window, the difference in memory between high and low memory states is small (comment \#5). You have to report the average number of HH and LL/Miss trials in the two states. It would seem there were about 6 trials and 3 fixations per window, which means that with a mean of HH trials around 50%, high and low memory states could differ in just one HH. I suggest that you redo the analyses with a shorter time-window and using a parametric analysis with tertiles or quartiles as suggested by reviewer 2.

We agree that the previous manuscript was not clear enough on these points. In the revised manuscript, we have made it clearer why we had an a priori interest in dynamic functional connectivity in the timescale of 30--40 s. In addition, we reported the number of HH trials per window in the high and low encoding states (high: 5.18 ± 1.25 trials, low: 2.59 ± 1.17 trials) in Results. Furthermore, we performed additional analyses with shorter time windows (e.g., 7.2 s) and using tertiles and quartiles, which confirmed that our results are robust against changes in these settings (Results, subsection "Classification of time windows based on encoding performance", first paragraph; subsection "Robustness check", first paragraph).

> 4\) Reviewer 1 commented that your point that DMN activity is associated with subsequent forgetting is not true for the hippocampus, whose activity is assumed to be part of the DMN but shows subsequent memory effects. You need to discuss this issue, which has been previously investigated (e.g., Huijbers et al., 2011). Personally, what I found surprising is that you link the DMN to subsequent forgetting in the Introduction, but you then find higher DMN inter-subnetwork integration for high than low memory states and do not mention this apparent inconsistency in the Discussion. I suggest you report standard event-related analyses to confirm you are getting the standard subsequent forgetting effects in the DMN, particularly ventral parietal and posterior cingulate in your study. If so, you would have an interesting dissociation between activity and connectivity which could enhance the study.

In accordance with the comment by reviewer \#1, we revised the manuscript and made a clear distinction between the SFE and the DMN (e.g., in Introduction and Discussion). That is, although some of the SFE regions (e.g., the posterior cingulate cortex and temporoparietal junction) are included in the DMN (Kim, 2011), the SFE regions and the DMN are not identical.

Moreover, following the suggestion by the editor, we performed event-related analyses and added new results to Results and panels to Figure 3. The results confirmed the subsequent forgetting effects in the SFE regions (including the posterior cingulate cortex and temporoparietal junction). Based on this observation, we added a discussion about the potential dissociations between trial-related activation and functional connectivity (Results, subsection "FC patterns among memory-encoding-related regions", first paragraph; Discussion, subsection "Network integration and segregation associated with incidental encoding performance", last paragraph).

> 5\) Reviewer 1 notes that your conclusion that high encoding state is characterized by long- rather than short-range functional connectivity is not supported by any statistical analysis. Independently, reviewer 3 suggested a method for addressing this issue: use Euclidean distance of edges. I think you should add this analysis and ideally report a 2 (range: long vs. short) x 2 (memory state: high vs. low) interaction.

In response to the comments made by reviewers \#1 and \#3, we performed a new analysis using Euclidean distance of edges. The result revealed that the mean Euclidean distance of edges showing functional connectivity increases (high vs. low encoding state) was significantly longer than that of edges showing functional connectivity decreases. In other words, we confirmed "a difference (i.e., Euclidean distance) in differences (i.e., increases \[high \> low\] vs. decreases \[high \< low\] in functional connectivity)" as a proxy for the 2-by-2 interaction suggested by the editor (Results, subsection "FC patterns across large-scale brain networks", first paragraph).

> 6\) In addition to these points, the reviewers had several other comments you should address, such as using other measures of sub-network interactions (see Wig, 2017), investigate the connectivity of SFE regions, do additional analysis to control for potential motion confounds, and consider potential.

We carefully addressed these issues by performing an extensive set of additional analyses, as you can see below in our responses to each reviewer's comments. We believe that the quality of our manuscript has been much improved by incorporating these valuable comments of the editor and reviewers.

\[Editors\' note: further revisions were requested prior to acceptance, as described below.\]

> Reviewer \#1:
>
> 1\) The stats starting in the last paragraph of the subsection "FC patterns among memory-encoding-related regions" require an ANOVA. Specifically, when comparing hippocampal and occipital connectivity for SME vs. SFE, separate t-tests are not appropriate (Nieuwenhuis et al., 2011).

We thank the reviewer for this comment. In the revised manuscript, we included an additional ANOVA to test the interaction between state (high vs. low encoding states) and subnetwork (SME vs. SFE subnetworks) in our analysis of the within-subnetwork connectivity (subsection "FC patterns among memory encoding-related regions", last paragraph).

We would like to note that, in the analysis comparing hippocampal and occipital connectivity, we tested FC difference (high vs. low encoding state) in the hippocampal-occipital node pair. As such, this test involved only one factor, and a two-way ANOVA was not applicable.

> 2\) \"By analyzing time-varying FC within short time windows (\~36 s)\".
>
> As indicated in the past review, \"short\" here is really incorrect. Single neuron studies show SME effects on the order of hundreds of milliseconds (Viskontas, Knowlton et al., 2006). Such effects are also present at the network level during retrieval in the local field potential on the scale of hundreds of milliseconds (Watrous, Tandon et al., 2013). Thus, the authors really need to clarify in more detail in the Discussion that \"short\" here really refers to a state rather than specific processing related to memory. I suggest adding one or two sentences in the Discussion and mentioning these papers briefly.

We agree with the reviewer that the timescale of our interest (i.e., 30--40 s) was not "short," given the rapid nature of the neural processes involved in single memory-encoding events. In the revised manuscript, we avoided using the term "short" to describe our time windows. For instance, the description such as "short time windows" was replaced with "36-s time windows".

Furthermore, we added several new sentences to clarify that our finding pertains to the link between particular states of large-scale networks and average memory performance during given time periods, rather than neural processes underlying single memory-encoding events (Discussion, subsection "Network integration and segregation associated with incidental encoding performance", last paragraph). We also cited the papers suggested by the reviewer, and discussed that large-scale neural synchronizations in timescales of hundreds of milliseconds would also play key roles in both successful memory encoding and retrieval.

> 3\) \"These findings suggest a systematic reconfiguration of the large-scale functional brain network related to incidental encoding performance, rather than a uniform increase/decrease in FC across the entire network.\"
>
> I still think the authors need to be clearer that their findings also suggest \"breaking\" of resting state related functional connectivity patterns during high vs. low encoding states. Thus, the findings would also seem to support the idea that inter-subnetwork connectivity is important to these memory states rather than just increases in FC within them. There is some mention of this in the Discussion, but I was surprised not to see this point emphasized in more detail.

We thank the reviewer for this constructive suggestion. Although we did not acquire resting-state fMRI data and therefore could not directly compare the dynamic FC patterns during the high encoding state with those during task-free resting states, our results suggest that "breaking" resting-state FC patterns is important for successful memory encoding of externally presented visual stimuli. We have included several new sentences to emphasize this point (Discussion, subsection "Dynamic reconfiguration of a large-scale functional brain network", first paragraph).

> 4\) \"(e.g., the hippocampus and other regions in the DMN)\"
>
> The authors should be careful here. The Power network does not include the hippocampus and different authors seem to lump the hippocampus in with the DMN while others do not. I suggest removing the statements about the DMN here and focusing on those specific regions. The authors may also consider an influential paper by Rugg and Vilberg that makes a much better case for memory specific brain regions than the resting state literature (Rugg and Vilberg, 2013).

In accord with the reviewer's comment, we removed the term "DMN" from this sentence and replaced it with specific regions (i.e., the posterior cingulate, ventral parietal, and medial prefrontal cortices) reported in the paper we cited (Discussion, subsection "Dynamic reconfiguration of a large-scale functional brain network", last paragraph). These regions, together with the MTL, are also highlighted in Rugg and Villberg (2013) as a part of the "general recollection network." To acknowledge their view, we cited Rugg and Villberg (2013) in the revised manuscript and have clarified that this network plays a key role in successful memory retrieval (see the aforementioned paragraph).

> 5\) \"In our case, the results from these two metrics convergently suggested the core roles of the subcortical, default-mode, and visual systems in incidental encoding of visual stimuli.\"
>
> Again, I think the authors should be careful here. They also showed integration across subnetworks was important to successful encoding. This doesn\'t suggest the \"core\" roles of these subnetworks themselves but rather their integration with each other, at least in the context of the paradigm investigated here.

We apologize that the description in the previous version of the manuscript was misleading. In the revised manuscript, we removed the term "core" and modified the text to "the results of these two metrics convergently suggested that integration of the SUB with other subnetworks is associated with successful memory encoding".

> Reviewer \#2:
>
> 1\) I appreciate the inclusion of the section of the Results \"Addressing possible concerns about motion confounds\". While acknowledging potential confounds is important, given the improved methods to deal with motion beyond the 6 motion parameters plus WM/CSF as you report in your main analyses (8P), I cannot think of a reason to not simply report the 32P+scrubbing results. As you acknowledge, the results are quite similar across the two methods. However, the differences across the methods may be related to motion, especially given your findings that FD is related to behavior, and that it is related to global efficiency without the more rigorous nuisance regression. These pieces of evidence all point to likely spurious results when you do not aggressively account for motion and other artifacts. Thus, I think you should remove all results using the 8P method and only report results using the 32P+scrubbing method.

Following this suggestion, we revised the manuscript to report only the results using the 32P+scrubbing method. We believe that this modification has made our manuscript more readable.

Because of this change, some of the results became statistically non-significant after FDR correction (e.g., FC patterns in the SME/SFE regions). We have retained all results regardless of statistical significance, and added discussion about the possible reasons for the lack of statistical significance (subsection "Time-varying FC among memory-related brain regions", last paragraph).

> 2\) At the beginning of the Discussion, you write: \"We demonstrated dynamic reconfiguration of a large-scale functional brain network associated with moment-to-moment fluctuations in encoding performance.\" I would rephrase that, since moment-to-moment implies volume-to-volume (i.e., on the order of your TR) and/or differences on the resolution of individual trials; by using 36s, non-overlapping windows, this is longer than \"moment-to-moment\".

We agree that the term "moment-to-moment" may imply a shorter timescale than we actually analyzed. We removed all uses of the term "moment-to-moment" from the revised manuscript and replaced them with more appropriate terms, such as "temporal fluctuations" (Discussion, first paragraph).

> 3\) Related to the timing, most of the literature you cite having done similar analyses (arousal, sustained performance across blocks of a perception task or working memory/Stroop task), include tasks or states that are thought to vary on longer timescales, while your Introduction is about subsequent memory, which is categorized on a trial-by-trial basis. While I find the results you show averaging across trials convincing and an important contribution to the literature, more of a discussion about the shorter-scale changes in your case would be relevant. As it is, you briefly mention the shorter time-scale in the results but do not bring it up again. As an example in the literature, the Sadaghiani et al. (2015) paper that you reference looks at a small number of volumes before each detected or missed stimulus and does so on a trial-by-trial basis. A method like that seems appropriate for truly looking at subsequent memory, and as such should be discussed.

We agree with the reviewer's point that trial-by-trial analysis of FC patterns in shorter timescales would be useful for examining single-item subsequent memory in detail. In the revised manuscript, we added a new discussion about our results using smaller time windows (at a minimum of 7.2 s \[10 TRs\]), and clarified that our analysis did not pertain to trial-by-trial dynamic FC patterns even with our shortest timescale. We also described trial-by-trial approach used in Sadaghiani et al. (2015) and suggested that their methods could be employed for memory encoding research in the future (Discussion, subsection "Network integration and segregation associated with incidental encoding performance", last paragraph).

> 4\) With regard to your discussion of the involvement of the DMN, it is helpful that you now point out that some regions within the DMN are also related to memory. Why don\'t you look at sub-DMN networks, which has been done in other studies looking at memory network dynamics in the past (i.e., Fornito et al., 2012; and others)? Or, in the very least, suggest using community detection algorithms to determine whether the DMN is more accurately separated into multiple subnetworks during memory?

Following the reviewer's constructive suggestion, we performed group-level modular decomposition for the DMN subnetwork, using Fornito et al.'s (2012) method (subsection "Graph analysis", tenth paragraph). We found that the DMN was further divided into five submodules. The submodule structure was identical between the high and low encoding states. When we examined "submodule-wise" graph metrics, we found a trend indicating higher submodule-wise local efficiency during the high vs. low encoding state in one of the submodules (consisting of nodes located in the medial PFC; *z*~(24)~ = 2.3274, *P* = 0.0199), but this was not significant after FDR correction. Although this result could imply that a specific DMN submodule is related to memory encoding, further research is needed to elucidate possible differentiation among the DMN submodules for memory encoding. We described these observations in the Results section (subsection "Graph analysis on large-scale brain network", last paragraph) and the Discussion section (subsection "Network integration and segregation associated with incidental encoding performance", second paragraph). We also added a new figure (Figure 7) to visualize the DMN submodule structure.

Because Fornito et al. (2012) used the Louvain algorithm to identify optimal module structure, we also used the same algorithm to analyze our data. To maintain consistency, we employed the Louvain algorithm throughout the manuscript to compute the optimal module structure and modularity (except for the modularity contribution analysis, which required pre-defined community labels from the Power atlas). Although the Louvain algorithm is stochastic, we confirmed that our results were stable over iterations (mean ± SD of *z* value \[Wilcoxon signed-rank test\] over 5,000 iterations = 2.6051 ± 0.0709 for the modularity difference between the high and low encoding states). In addition, modularity computed by the Louvain algorithm was highly correlated with that computed by Newman (deterministic) algorithm (window-to-window correlation: Pearson's *r* = 0.9796 ± 0.0112; *z*~(24)~ = 4.3724, *P* = 1.2290 × 10^-5^, signed-rank test) (subsection "Graph analysis", seventh paragraph).

> 5\) In the first paragraph of the Discussion subsection "Dynamic reconfiguration of a large-scale functional brain network", I appreciate the increased specificity in your explanation. However, it selects only two examples (there were significant increases within more networks than just the DMN, for example) thus it misrepresents the results. Additionally, the specific examples in contrast to the summary of distance effects is confusing -- the distance effects appear to be across the whole-brain and not related to individual networks, whereas you initiate the paragraph giving examples only of a small subset of individual networks. It seems as though a conclusion more in line with the results is that there is a general increase in long-range and decrease in short-range connections distributed across many networks, rather than a uniform increase/decrease in FC across the entire network.

In accord with the reviewer's comment, we removed the specific examples from this paragraph and placed them in a later section (subsection "Network integration and segregation associated with incidental encoding performance", second paragraph). In the revised manuscript, we referred to the Supplementary file 1D and 1E to indicate the complete lists of connections showing FC changes (subsection "Dynamic reconfiguration of a large-scale functional brain network", first paragraph). Following this modification, the revised paragraph is dedicated to discussing the findings illustrated in Figure 4C--E.

> 6\) Finally, as a small comment, this paper is cited incorrectly in the in-text citations: \"Cohen and Esposito, 2016\" is incorrect; it should be \"Cohen and D\'Esposito, 2016\". I see it cited about 4-5 times, so it should be fixed each time.

We apologize for this mistake. We have corrected all in-text citations.

> Reviewer \#3:
>
> 1\) My first concern centers on the results following more appropriate strategies for dealing with movement, which is known to impact time-course correlations. I appreciate the effort that was put towards minimizing movement-related confounds. A large proportion of the analyses do not survive correction for multiple comparison corrections.

We would like to emphasize that our main finding, the large-scale network integration during successful memory encoding, was significant not only in the main analysis but also across a range of robustness-check analyses (subsection "Robustness check").

> More critically however, a supplemental analysis indicates that modularity is actually increased during high encoding states relative to low encoding states when movement is properly controlled. This is in large conflict with the remaining analyses, and is incompatible with the conclusions of the paper. As the paper is framed around segregation and integration, the fact that the closest measure to segregation exhibits an opposite pattern to that which is discussed is problematic. The authors discuss this point a little and offer a scenario where modularity and efficiency can exhibit opposing patterns (subsection "The effects of denoising methods", last paragraph), but I\'m not convinced that the disconnect between their measures has been reconciled. I believe additional work needs to be done to explore this discrepancy, possibly centering in on what parts of the network are driving the effect, as readers interested in the network side of things will question the basis for the conclusions.

We thank the reviewer for this thoughtful comment. We agree with the reviewer that it appears counterintuitive for a dynamic network to exhibit both increased integration and modularity at the same time. However, previous theoretical studies have shown that networks can exist in such a paradoxical state (Tononi, Sporns, and Edelman 1994; Watts and Strogatz 1998; Pan and Sinha 2009; Meunier, Lambiotte, and Bullmore 2010). Moreover, empirical studies of brain networks have shown that integration and modularity can functionally coexist (Mohr et al., 2016; Bertolero et al., 2018).

In accord with the reviewer's suggestion, we performed detailed analyses to clarify which parts of the network drove our finding regarding modularity.

First, we examined the relationship between modularity (entire network-level segregation) and global efficiency (entire network-level integration) by computing the window-to-window correlation within participants. We found that these two metrics were *not* anti-correlated with each other (Pearson's *r* = 0.1155 ± 0.4408; *z*~(24)~ = 1.3319, *P* = 0.1829), suggesting that these two graph metrics captured somewhat independent aspects of the network architecture. Thus, our finding of higher modularity during the high encoding state was not necessarily in substantial conflict with the finding of global efficiency.

Second, we computed the modularity contribution of each subnetwork (Sadaghiani et al., 2015) (Materials and methods, subsection "Graph analysis", eighth paragraph). We found a significant state-by-subnetwork interaction (*F*~(9,\ 216)~ = 3.4900, *P* = 0.0005, two-way ANOVA), revealing that the modularity-contribution differences between the states varied across the subnetworks. At the subnetwork level, we found trends indicating a higher modularity contribution during the high vs. low encoding state in three subnetworks, most notably in the SUB (SUB: *z*~(24)~ = 2.7311, *P* = 0.0063; DAN: *z*~(24)~ = 2.3274, *P* = 0.0199; DMN: *z*~(24)~ = 2.0584, *P* = 0.0396; Wilcoxon signed-rank test), although these results did not survive FDR correction, possibly due to the use of suboptimal (pre-defined) community labels in this analysis.

Third, to further clarify the trend of increased modularity contribution (high vs. low encoding state) in these subnetworks, we examined the proportion of edges within single subnetworks and those connecting different subnetworks. In the SUB, we found that the proportion of edges within the SUB was higher during the high encoding state, and that the proportion of edges between the SUB and the other subnetworks was higher during the high encoding state. In addition, the increase in the proportion of edges (high vs. low encoding states) was greater for the connections within the SUB than those between the SUB and the other subnetworks (*z*~(24)~ = 2.5965, *P* = 0.0094). A two-way ANOVA revealed an interaction (*F*~(1,\ 24)~ = 8.4671, *P* = 0.0077) between state (high vs. low) and connection type (within vs. across).

These results suggest that the SUB contributed to entire network-level segregation (i.e., modularity) by its increased within-subnetwork connections, and also contributed to inter-subnetwork integration by its increased connection with other subnetworks. Thus, coexistence of greater integration and greater modularity could be reconciled with the increased proportions of edges within the SUB itself and between the SUB and the other subnetworks. We have discussed these issues in the revised Results and Discussion sections (subsection "Graph analysis on large-scale brain network", third and fourth paragraphs; subsection "Methodological considerations for graph analysis", second paragraph).

However, although the modularity difference between the two states was statistically significant in our main analysis, we observed that it was not so robust against one of the two supplement analyses controlling for motion confounds compared with the global efficiency difference (e.g., in the analysis using a subsample that exhibited minimal motion confounds). In addition, another measure of segregation (i.e., local efficiency) did not show significant difference between the two states (subsection "Graph analysis on large-scale brain network", first paragraph). Therefore, we put more emphasis on integration rather than segregation, and refrained from drawing conclusive results of modularity in the current study. Further methodological improvements are needed to effectively identify possible coexistence of integration and segregation in large-scale brain networks related to various cognitive functions including memory encoding.

> 2\) For both the GLM and time-course analysis (the latter of which is used for all subsequent connectivity/graph comparisons), it appears all trial-types have been modeled explicitly (high-hit, low-hit, miss, fixation; subsection "Trial-related activation analysis"). As a result, I think the models contain redundant regressors which can impact estimation of the regression coefficients and residuals. This should be corrected.

In accord with this comment, we revised our GLM to include only three trial-related regressors (i.e., high-confidence hit, low-confidence hit, and miss) for all trial-related activation and time-course analyses (subsection "Trial-related activation analysis"). None of our findings was affected by this modification. It should be noted that we included all four trial-related regressors in our original analysis because we followed Wagner et al. (1998)'s method, which explicitly modeled fixation events in their GLM.

> 3\) A number of necessary statistical tests are missing to allow comparisons across states/measures. Specifically, for examining SME/SFE by state, the analysis of within subnetwork connectivity should reveal an interaction, as that is what is being implied and interpreted. It is currently presented as a series of pairwise comparisons (subsections "FC patterns among memory-encoding-related regions" and "FC patterns across large-scale brain networks"). Likewise, for local/global efficiency/PC vs. high/low encoding (subsection "Graph analysis on large-scale brain network"), a comparable ANOVA model is required to confirm the existence of interactions.

We thank the reviewer for pointing this out. We performed a two-way repeated-measures ANOVA to test the interaction between state (high vs. low encoding states) and subnetwork (SME vs. SFE subnetworks), and added the result to the revised manuscript (subsection "FC patterns among memory encoding-related regions", last paragraph). In addition, we added a series of ANOVAs testing the interaction between state (high vs. low encoding state) and metrics (integration vs. segregation) for both the entire-network analysis (global efficiency vs. local efficiency) and the subnetwork-wise analysis (subnetwork-wise PC vs. subnetwork local efficiency). These analyses confirmed the existence of interactions (i.e., only integration, but not segregation, differed between the states) (subsection "Graph analysis on large-scale brain network", first paragraph).

> 4\) Why weren\'t SVMs run with the other variables? Is there a reason why the authors only report the results of PC, subnetwork local-e, and whole-matrix FC patterns (subsection "Multivariate pattern classification using graph metrics as features")?

We appreciate the reviewer's helpful comment. Accordingly, in the revised manuscript, we added a new SVM result using the inter-subnetwork efficiency (*E~is~*) as the input (Results, subsection "Multivariate pattern classification using graph metrics as features", first paragraph). *E~is~* was also able to classify the high and low encoding states (72%, *P* = 0.0029, permutation test).

It should be noted that the purpose of the multivariate SVM classification analysis was to examine whether a "concise" set of features abstracted from large-scale network architectures was sufficient to distinguish the high and low encoding states. Thus, in the previous version of the manuscript, we used the subnetwork-wise PC and subnetwork-wise local efficiency, which were our measures of interest defined at the subnetwork level. In addition, we used the whole-matrix FC patterns as the input of the SVM, by which we confirmed that the whole-matrix FC patterns (~224~C~2~ = 24,976 features) did suffer from the curse of dimensionality, unlike the subnetwork-wise PC and subnetwork-wise local efficiency (10 features). We did not use global efficiency, entire-network local efficiency, or modularity because these graph metrics are unidimensional variables.

[^1]: Research Institute for Future Design, Kochi University of Technology, Kochi, Japan.
